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conaidered novel or cannot be considered to involve an inventive step 
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Box I GbMnratloos wfa«r« c*rtaiD claims w«r« found unioarchabl* (Conliouatioii of item 1 of first sboot) 



This iDtomaSkmal lopoft has not been es t ab l is h ed in lespect of certain claims under Article I7(2Xs) fior die following icasoos: 



□ 



Claims Nos.: 

because they relate to subject matter not required to be searched by this Authority* namely: 



□ 



Claims Not.: 

because they relate to parts of the interastionsl application that do not comply with the prescribed requirements to such 
an extent that no meaningful international search can be carried out, specifically: 



3. Q Claims Nos.: 

because they are dependent claims and ars not drsAed in accordance with the second and third sentences of Rule 6.4(a). 



Box II Observatioas where unity of Invention Is lacking (Continuation of Item 2 of first sheet) 

A 



This International Searching Authority found multiple invcntioris in this international application, as follows: 
Please See Extra Sheet 



1. I I As all required additional search fees were timely paid by the applicant, this interaationai search report covers all searchable 

claims. 

2. I I As all searchable claims could be searched without eiTort justifying an additional fee, this Authority did not invite payment 

of any additional fee. 

3. I x| As only some of the required additional search fees were timely paid by the applicant, this international search report covers 

only those claims for which fees were paid, specifically claims Nos.: 
1-11 and 44-43 



4. [ [ No required additional search fees were timely paid by the applicant Consequently, this interaationai search report is 
restricted to the invention first mentioned in the claims; it is covered by claims Nos.: 



Remark on Protest | { The additional search fees were accompanied by the applicant's protest 

I I No protest accompanied the payment of additional search fees. 
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BOX II. OBSERVATIONS WHERE UNITY OF INVENTION WAS LACKING 
Tbia ISA found multiple bventions as followi: 

This application contains the following ioven lions or groups of inventions which are not so linked as to form a single 
inventive concept under PCT Rule 13.1. In order for all inventions to be searched, the appropriate additional search fees 
mutt be paid. 

Onnip I, Glaiai(s)l-1 1, drawn to potynuclebiide comprising SEQ ID NO:l, fragments thereof, expression vector 
containing said sequence, cell transformed with said vector, polypeptide of SEQ ID NO:2, fragments of the polypeptide 
of SEQ ID NO:2 and process for preparing said polypeptide. 

Group II, claim(s)12-13, drawn to polynucleotide comprising SEQ ID NO:3, fragments thereof, polypeptide of SEQ ID 
NO:4 and fiagmeats Of the polypeptide of said polypeptide. 

Group III, claim(s)14*15. drawn to polynucleotide comprising SEQ ID NO:S. fragmente thereof^ polypeptide of SEQ ID 
NO:6 and fragments of the.polypeptide of said polypeptide. 

Group rV, claim(s)16-17, drawn to polynucleotide comprising SEQ ID NO:7, fragments thereof, polypeptide of SEQ ID 
NO:8 and fragments of the polypeptide of said polypeptide. 

Group V. claim(s)18-19. drawn to polynucleotide comprising SEQ ID NO:9, fragments thereof, polypeptide of SEQ ID 
NO: 10 and fragments of the polypeptide of said polypeptide. 

Group VI, claim(s)20>21, drawn to polynucleotide comprising SEQ ID NO: 11, fragments thereof, polypeptide of SEQ ID 
NO: 12 and fragments of the polypeptide of said polypeptide. 

Group VII, claim<s)22-23. drawn to polynucleotide comprising SEQ ID NO: 13, fragments thereof, polypeptide of SEQ 
ID NO: 14 and fragments of the polypeptide of said polypeptide. 

Group VIII, claim(s)24-25, drawn to polynucleotide comprising SEQ ID NO: 15, fragments thereof polypeptide of SEQ 
ID NO: 16 and fragments of the polypeptide of said polypeptide. 

Group DC. claim(s)26-27, drawn to polynucleotide comprising SEQ ID NO: 17, fragments thereof, polypeptide of SEQ ID 
NO: 18 and fragments of the polypeptide of said polypeptide. 

Group X, claim(s)28-29, drawn to polynucleotide comprising SEQ ID NO: 19, fragments thereof, polypeptide of SEQ ID 
NO:20 and fragments, of the polypeptide of said polypeptide. 

Group XI, claim(s)30-3I, drawn to polynucleotide comprising SEQ ID NO:21, fragments thereof, polypeptide of SEQ ID 
NO:22 and fragments of the polypeptide of said polypeptide. 

Group XII, claim(s)32-33, drawn to polynucleotide comprising SEQ ID NO:23. fragments thereof, polypeptide of SEQ 
ID NO:24 and fragments of the polypeptide of said polypeptide. 

Group XIII, claim(s)34-35, drawn to polynucleotide comprising SEQ ID NO:2S, fragments thereof, polypeptide of SEQ 
ID NO:26 and fragments of the polypeptide of said polypeptide. 

Group XrV. claim(s)36-37, drawn to polynucleotide comprising SEQ ID NO:27. fragments thereof, polypeptide of SEQ 
ID NO:28 and fragments of the polypeptide of said polypeptide. 

Group XV, claim(s)38>39, drawn to polynucleotide comprising SEQ ID NO:29, fragments thereof, polypeptide of SEQ 
ID NO:30 and fragments of the polypeptide of said polypeptide. 

Group XVI, claim(s>40-41. drawn to polynucleotide comprising SEQ ID NO:31. fragments thereof, polypeptide of SEQ 
ID NO:32 and fragments of the polypeptide of said polypeptide. 

Group XVII. claim(s>42-43, drawn to polynucleotide comprising SEQ ID NO:33. fragments thereof, polypeptide of SEQ 
ID NO:34 and fragments of the polypeptide of said polypeptide. 

Group XVIII, claim(s)44-45, drawn to polynucleotide comprising SEQ ID NO:33, fragments thereof polypeptide of SEQ 
ID NO:36 and fragments of the polypeptide of said polypeptide. 



Form PCT/ISA/210 (extra sheetXJuly 1992)* 



INTERNATIONAL SEARCH REPORT 



Iiitoraatioiial application No. 

PCT/US99/19351 



Group XIX cUtm(s)46-47. drawn to polynuGleoti<lc comprising SEQ ID NO:37, fragmento thereof, polypeptide of SEQ 
ID NO:38 and fragmenti of the polypeptide of said polypeptide. 

Group XX, claim(s)48-49, drawn to polynucleotide comprising SEQ ID NO:39. fragmenU thereof, polypeptide of SEQ 
ID NO:40 and fragmenU of the polypeptide of said polypeptide. 

Group XXI. claim(s>S0-5I, drawn to polynucleotide comprising SEQ ID NO:4I, fragments thereof, polypeptide of SEQ 
ID NO:42 aad fragmenU of the polypepti^ of sud polypeptide. 

Group XXn, ciaim(s>S2-S3, drawn to polynucleotide comprising SEQ ID NO:43, fragmenU thereof, polypeptide of SEQ 
ID NO:44 and fragmenU of the polypeptide of said polypeptide. 

Group XXIII, claim(s)S4-SS. drawn to polynucleotide comprising SEQ ID N0.45, fragmenU thereof, polypeptide of SEQ 
ID NO:46 and fragmenU of the polypeptide of said polypeptide. 

Group XXTV, claim(s)S6-57. 4Fawi| to polyivi^leotide comprising SEQ ID.NQ:47..fmgai«Ots.tbejQDQfL ppiype4'l^d6_pC3£;Q 
ID NO:48 and fragmenU of the polypeptide of said polypeptide. 

Group XXV. claim(s)58*59. drawn to polynucleotide comprising SEQ ID NO:49, fragmenU thereof, polypeptide of SEQ 
ID NO:50 and fragmenU of the polypeptide of said polypeptide. 

Group XXVI, claim(s)60*61, drawn to polynucleotide comprising SEQ ID NO:Sl. fragmenU thereof^ polypeptide of SEQ 
ID NO:S2 and fragmenU of the polypeptide of said polypeptide. 

Group XXVII. claim(s)62-63. drawn to polynucleotide comprising SEQ ID NO:S3, fragmenU thereof, polypeptide of 
SEQ ID NO:S4 and fragmenU of the polypeptide of said polypeptide. 

Group XXVin, cIaim(s)64-6S, drawn to polynucleotide comprising SEQ ID NO:5S. fragmenU thereof, polypeptide of 
SEQ ID NO:56 and fragmenU of the polypeptide of said polypeptide. 

Group XXIX. claim(s)66-67. drawn to polynucleotide comprising SEQ ID NO:S7. fragmenU thereof, polypeptide of SEQ 
ID NO:58 and fragmenU of the polypeptide of said polypeptide. 

Group XXX. c1ajm(s)68-69, drawn to polynucleotide comprising SEQ ID NO:59, fragmenU thereof, polypeptide of SEQ 
ID NO:60 and firagroenU of the polypeptide of said polypeptide. 

Group XXXI. claim(s)70-71, drawn to polynucleotide comprising SEQ ID NO:61, fragmenU thereof, polypeptide of SEQ 
ID NO:62 and fragmenU of the polypeptide of said polypeptide. 

Group XXXII, claim(s)72-73. drawn to polynucleotide comprising SEQ ID NO;63, fragmenU thereof, polypeptide of 
SEQ ID NO:64 sod fragmenU of the polypeptide of said polypeptide. 

Group XXXIII. claim(s)74-7S. drawn to polynucleotide comprising SEQ ID NO:65. fragmenU thereof, polypeptide of 
SEQ ID NO:66 and fragmenU of the polypeptide of said polypeptide. 

Group XXXTV, claim(s)76-77. drawn to polynucleotide comprising SEQ ID NO:67. fragmenU thereof, polypeptide of 
SEQ ID NO:68 and fragmenU of the polypeptide of said polypeptide. 

Group XXXV, claim(s)78-79. drawn to polynucleotide comprising SEQ ID NO:69, fragmenU thereof, polypeptide of 
SEQ ID NO:70 and fragmenU of the polypeptide of said polypeptide. 

Group XXXVI, claim(s)80-81, drawn to polynucleotide comprising SEQ ID NO:71. fragmenU thereof, polypeptide of 
SEQ ID NO:72 and fragmenU of the polypeptide of said polypeptide. 

Group XXXVII, claim(8)82-83. drawn to polynucleotide comprising SEQ ID KO:73, fragmenU thereof, polypeptide of 
SEQ ID >40:74 and fragmenU of the polypeptide of said polypeptide. 

Group XXXVUI, clatm(s)84-8S. drawn to polynucleotide comprising SEQ ID NO:75. fragmenU thereof, polypeptide of 
SEQ ID NO:76 and fragmenU of the polypeptide of said polypeptide. 

Group XXXIX, claim(s)86-87, drawn to polynucleotide comprising SEQ ID NO:77, fragmenU thereof, polypeptide of 
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SEQ ID NO:78 and <mgni«nts of tho polypeptide of said polypeptide. 

Group XL, claiiii(a)8a*89. drawn to polynucleotide comprising SEQ ID NO:79. fragmcnto thereof, polypeptide of SEQ 
ID NO:S0 aad fragments of the polypeptide of said polypeptide. 



The inveotioos listed as Groups l-XL do not relate to a single inventive concept under PCT Rule 13.1 because, under 
PCT Rule 13.2, they lack the same or corresponding special technical features for the following reasons: The main 
invention is Group I, which is first product, first method of making the product and first method of using the product 
Pursuant to 37 CFR 1.474 (dX these claims are considered by the ISA/US to constitute the main invention. The products 
of Groups II-XL do not share the same or corresponding special technical feature with group I because they are drawn to 
products having mntorially different stnictures and functioos, each defines a separate invention over the art. Therefore, 
the claims are not linked by a special technical feature within the meaning of PCT Rule 13.2 so as to form a single 
inventive concept. 
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PCT/J POO/05684 



From the iKltERNATIONAL BUREAU 



PCT 



NOTIFICATION OF RECEIPT OF 
RECORD COPY 

(PCT Rule 24.2(a)) 



To: 



TAKAHASHI, Shuichi 
Osaka Plant of Takeda Chemical 
Industries, Ltd. 

17-85, Jusohonmachi 2-chome 
Yodogawa-ku 
Osaka-shi 
Osaka 532-0024 
JAPON 




Date of mailing (day/month/year) 

26 September 2000 (26.09.00) 


IMPORTANT NOTIFICATION 


Applicant's or agent's file reference 
2633WO0P 


International application No. 
PCT/J POO/05684 



The applicant is hereby notified that the International Bureau has received the record copy of the international application as 
detailed below. 

Name(s) of the applicant(s) and State(s) for which they are applicants: 

TAKEDA CHEMICAL INDUSTRIES, LTD. (for all designated States except US) 
WATANABE, Takuya et al (for US) 

Internationa! filing date : 24 August 2000 (24.08.00) 

Priority date(s) claimed : 27 AuguSt T999 (27.08.99) 

Date of receipt of the record copy 

by the International Bureau : 12 September 2000 (12.09.00) 

List of designated Offices 

AP :GH,GM,KE,LS,MW,MZ,SD,SL,SZJZ,UG,ZW 
EA :AM,AZ,BY,KG,KZ,MD,RU,TJ,TM 

EP :AT,BE,CH,CY,DE,DK,ES,F!,FR,GB,GRJEJT,LU,MC,NL,PT,SE 
OA :BF,BJ,CF,CG,Ci,CM,GA,GN,GW,ML,MR,NE,SIM,TD,TG 

National :AE,AG,AL,AM,AU,A2,BA,BB,BG,BR,BY,BZ,CA,CN,CR,CU,CZ,DM,DZ,EE,GD,GE,HR,HU, 

IDJUIN,IS,JP,KG,KR,KZ,LC,LK,LR,LT,LV,MA,MD,MG,MK,MN,MX,MZ,NO,NZ,PL,RO,RU,SG,SI, 

SK,TJ,TM,TR,TT,UA,US,UZ,VN,YU,ZA 



ATTENTION 

The applicant should carefully check the data appearing in this Notification. In case of any discrepancy between these data 
and the indications in the international application, the applicant should immediately inform the International Bureau. 

In addition, the applicant's attention is drawn to the information contained in the Annex, relating to: 
time limits for entry into the national phase 
confirmation of precautionary designations 
requirements regarding priority documents 



A copy of this Notification is being sent to the receiving Office and to the InternationalSearching Authority. 



The International Bureau of WlPO 
34, chemin des Colombettes 
1211 Geneva 20, Switzerland 

Facsimile No. (41-22)740.14.35 


Authorized officer: ^^^^^^■^^^^^^^^^^'^'^ 


Telephone No. (41-22)338.83.38 



Form PCT/IB/301 (July 1998) 



003546526 




G-M 

D 



'ERATIONTRfeATY 



PCT/J POO/05684 



From the INTERNATIONAL BUREAU 



PCT 

NOTIFICATION CONCERNING 
SUBMISSION OR TRANSMITTAL 
OF PRIORITY DOCUMENT 

(PCT Administrative Instructions, Section 411) 


To: 

TAKAHASHI, Shuichi 

Osaka Plant of Takeda Chemical 

Industries, Ltd. 

17-85, Jusohonmachi 2-chome 

Yodogawa-ku 

Osaka-shi 

Osaka 532-0024 

JAPON 


Date of mailing (d a y/mo nth/year) 

06 Novennber 2000 (06. 11 .00) 




Applicant's or agent's file reference 
2633WO0P 


IMPHRTAWT hinTIPIPATION 


International application No. 
PCT/J POO/05684 


International filing date (day/month/year) 
24 August 2000(24.08.00) 


International publication date (day/nnonth/year) 
Not yet published 


Priority date (day/month/year) 

27 August 1999(27.08.99) 


Applicant 

TAKEDA CHEMICAL INDUSTRIES, LTD. et al 



1. The applicant is hereby notified of the date of receipt (except where the letters "NR" appear in the right-hand column) by the 
International Bureau of the priority document(s) relating to the earlier application(s) indicated below. Unless otherwise 
indicated by an asterisk appearing next to a date of receipt, or by the letters ••NR", in the right-hand column, the priority 
document concerned was submitted or transmitted to the International Bureau in compliance with Rule 17.1 (a) or (b). 

2. This updates and replaces any previously issued notification concerning submission or transmittal of priority documents. 



3. 



4. 



An asterisk(*) appearing next to a date of receipt in the right-hand column, denotes a priority document submitted 
or transmitted to the International Bureau but not In compliance with Rule 17.1(a) or (b). In such a case, the attention 
of the applicant is directed to Rule 17.1(c) which provides that no designated Office may disregard the priority claim 
concerned before giving the applicant an opportunity, upon entry into the national phase, to furnish the priority document 
within a time limit which is reasonable under the circumstances. 

The letters "NR*' appearing in the right-hand column denote a priority document which was not received by the International 
Bureau or which the applicant did not request the receiving Office to prepare and transmit to the International Bureau, 
as provided by Rule 17.1(a) or (b), respectively. In such a case, the attention of the applicant is directed to Rule 17.1(c) which 
provides that no designated Office may disregard the priority claim concerned before giving the applicant an opportunity, 
upon entry into the national phase, to furnish the priority document within a time limit which is reasonable under the 
circumstances. 



Prioritv date 



Priority application Nq. 



27 Augu 1999 (27.08.99) 11/241530 



Country or regional Office 
or PCT receiving Office 

JP 



Date of receipt 
of priority document 

13 0cto 2000(13.10.00) 




The International Bureau of WlPO 


Authorized officer 








34, chemin des Colombettes 


Magda BOUACHA 


S. 


121 1 Geneva 20, Switzerland 


Facsimile No. (41-22) 740.14.35 


Telephone No. (41-22) 338.83.38 





Form PCT/IB/304 (July 1998) 



003637058 
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TAKEDA CHEMICAL INDUSTRIES, LTD. 

T541-0045 0:^[S:;>cra:A:|35rti^*IKiIf!^rrEgT@l#l-^ 

1-1, Doshomachi 4-chome, Chuo-ku, Osaka-shi, 
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B^S Japan 



B^H Japan 



m.^^^ WATANABE Takuya 
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14-9-B904, Niitaka 6~chome, Yodogawa-ku, Osaka-shi, OSAKA 
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iJ\<^^M SHINTANI Yasushi 
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[nT] EP 3 — P^vy^^^I^ : AT rf-x h UTAustria. BE ^;i/^-Beigiuin. CH and LI 7.^7.ms^)\L^y'yzL^^y 

Switzerland and Liechtenstein, CY^^ 7*U XCyprus. DE Y^V Germany. DK x>*7— :^ Denmark, ES X'^-f > Spain. 
FI 7^>^>H Finland. FR 7^>X France. GB Uni ted Kingdom. GR ^ 'J >- -Y- Greece, IE 7'f;l/'^>H Ireland. 

IT ■^^^}T Italy. LU ^l^^-t V^'Jl/ ^ Luxembourg. MC ^:J-=i Monaco. NL -^vy^' Netherlands. PT it-)i-V'n)\/ 
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7^7*'i':&Sl]l^Unlted Arab Emirates 

7;i//N'— 7Albania 

7^' — 7 Armenia 

rf — 7 h 'J 7Austria 

rt— 7 <J 7Australia 

7't-H 'N'^ > r ^'Azerbaijan 

:t^7:i7 • X a'^y^r ^Bosnia and Herzegovina 

;\ )\ n Y- 7Barbados 

7 'J 7Bulgaria 

^f'i;' 'I Brazil , 

^ Jl. — > Be larus 
5^Canada 

and LI 7-f 7^0^ U b^" >> 3.5^0 

Switzerland and Liechtenstein 

t^illlChina 

u 7 37 'J .:^Cost a* Ri'ca ' 

4^a.-/NCuba 

■^-x n Czech Republ ic 

K< '7 Germany 

■=r> -7—^7 Denmark 

H ^ — ."^ Dominica 

X7s h — 7Estonia 

7'""^< ✓ Spain 

7>r ✓ ^ > ^Finland 

mSUnited Kingdom 
y U -t 5'Grenada 

> 7Georgia 

tf— +Ghana 

> t' 7 Gambia 

y □ 7 ^7Croat ia 

/ X > ^ 'J —Hungary 

1' > K I 7 Indonesia 
-r 7^xn'Israel 

'<>h' India 

7'f 7 -7 > H Iceland 

B^ilapan 

7 Kenya 



LU 



LV 
MA 
MD 
MG 
MK 



;L ^-t^ y.U ^Luxembourg 
7^ h ^>r 7Latvia 

^ □ y 3Morocco 

^r^l' K "t^T Republ ic of Moldova 
"^^tfTstJn Madagascar 



" ir K - 7!B:i-n'7^'::^^ 7^filSlThe former Yugoslav 

Republic of Macedonia 
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MW 


MX 




NO 
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NZ 
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PL 




PT 




RO 




RU 




SD 




SE 


v" 


SG 


v~ 


SI 


v_ 


SK 




SL 


V 


TJ 


v~ 


TM 


V 


TR 


V 


TT 




TZ 


v" 


UA 
UG 


v_ 


US 




UZ 




VN 


V 


YU 


v" 


2A 




ZW 



^ Z3';l Mongol ia 

7 C^'Ma lawi 

.^4 V 3 Mexico 

/ — 'I' ^ X — Norway 

- -L— . ^— ^> KNew Zealand 

:f — 7 > KPoland 

h.'^JWPoriugai 

;i — •7x7 Roman! a 

D 7Russ ian Federal ion 

7— y >Sudan 

7. *^ X — > Sweden 

> > tJt — . J I, Singapore 

7 □ 'y X — 7Sloven 1 a 

7x n 'y T 4^ 7S 1 ovaki a 

' 1/4* — ^Sierra Leone 

^ y^7.^ ^ Taj ikistan 

h- Jl ^ 7 > Turkmenistan , 

h iloTurkey 

K'jxy^y H • h/\'3Tr inidad and Tobago 
^ ✓ tf — 7Uni ted Republic of Tanzania 

7 7 -f ::MJkra i ne 

Oi^y yUganda • 

^mUnited States of America 

7 X^N^ 7 5^ ^'Uzbekistan 

^>,- X hTf^Viet Nam 

:i— 3*— 7 7Yug6s''ravia' * " 

f^7 7 'J:^^fDllSouth Africa 

>=>/syxZimbabwe 



iiiTcDDit. z(rAik^<rMn'ik\zmmf]^'t^(Dm^mtu-Drzm^^^^ 

4n =^7Kyrgyzstan (Ilf^^^i^P(^jAc«!) (C) T ^/r^jCT) t,(7)T$) ^ 



:it^PDemocratic People's 
$lll]Republ ic of Korea " ' 
-ti-H-*77 P ^ Kazakhstan • 

■tl h ' U > 7Sa int Lucia 
"7 U ' ^ > +?Sri Lanka 
'j ^ - ') 7Liber ia 

I y h Lesotho 

'.I h 7x7Li ihuania 



Republic of Korea 



3 DZ 7 Jl > X U 7Democral ic People's Republic of Algeria 

\71 AG 7>T"'i'7*7 • /K— 7'— ^Ant igua and Barbuda 

V] MZ ^:-H-*> t' — ^Mozambique 

V} BZ ''.U — 7*Belize 

□ 
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z^DtB^ut. frnvm^^^i^tj^Lm'^-ts^nrncDm^mxitoAPm^^m^i. "tn^^ncDrM^rnxfiOAPimfcomiz, m^ifxnM 
(^'jO mvmz:f6\. ^rp^i.vdim.^^ARipOivm^^i^v^-5<t^o 

3. dimA.^\ m^w^izr:>i ^xr^finzfj:^^j:\. ^r^'r^xitmmitiom^iz-oi ^r^vm^izr^-r^mF^^r^cojgmeiMJf^^^tto 



1 1045 4f31± F^lU UCHIYAMA Tsutomu 

T 532-0024 0 ■^m:^mmi^U^&\^~\'^^^2T i 17#85-^ 

c/o Osaka Plant of TAKEDA CHEMICAL INDUSTRIES, LTD. 
17-85, Jusohonmachi 2-chome, Yodogawa-ku, Osaka-shi, 
OSAKA 532-0024 JAPAN 
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m^^m^ [T] -BLi^m^^m^ [s] co-^tt) 



90,000 R 
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54 
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TAKAHASHI Shuichi 
$>X^ T532-0024 
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do Osaka Plant of TAKEDA CHEMICAL INDUSTRIES, LTD. 
17-85, Jusohonmachi 2-chome, Yodogawa-ku, Osaka-shi, 
OSAKA 532-0024 JAPAN 
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(54) Title: NOVEL G PROrElN-COUPLED RECEPTOR PROTEIN AND DNA THEREOF 
(54) ^0^<D««^: frSiG^aM^tS:^^U-t7^^-^aK^^J:l/-t-C0DNA 

(57) Abstract: A human-origin protein or its salt: a DNA encoding this protein; a method of determining a ligand to the above 
protein; a method/kit for screening compounds capable of ahering the binding properties of the ligand to the protein; the compounds 
obtained by the screening or salts thereof; etc. The above-described human-origin protein or tJie DNA encoding the same can be 
used in: (1) determining a ligand to this protein; (2) preventives and/or remedies for diseases in association with the dysfunction of 
the above protein; (3) screening compounds (agonists, antagonists, etc.) capable of altering binding properties of the ligand to the 
protein; etc. 
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mmm 



PCT/JPOO/05684 



fttSLTli-Sguanine nucleot i de-binding protein (J^JLT. GMBMt^W^'^ 

y°^-MBm$>^i^t7\Bimnmmu±y^-mmntmw^^n^o 
GmBmm^mu±y^^-m&mit^i$^(Dmm'pm.^<D^mmmmm:m\zw 

-f^-m&m. mzitGrnBrn^'i^mu^y'^-mBnto^m^.^m^fj^iz-r 

^B^m'^n$>^v^it^mm^'^nys.^iz^^mm(Dhtx'm<D^mmtimn^ 
(^mmmrfjiiotixi^^, ^iz. ^minm!^mitm\H(Dm^f^^mzw^L. 

^n'eniztiit--r^u±y°i9-mBn'^mLT^(D±mmmcomm^n^Ti^ 
T^cDNAom^izmi^xh, zti^xm'^-^tixi.^m^'boh^i^tn^ 



wo 01/16316 PCT/JPOO/05684 



^^yyj^izm^-r^m^A^mmzm^tDnx^o . zcoj^oizLxm^nrz 

c DN AC0iffr@S^ij7;?^Expressed Sequence Tag (EST) tVC'f—9^-<—X 

s'-xiim^m^tirzmn^mi$: mmmm^rzit^o^cDmmm. m 
mm^mu-Mf^-WiBn) \znr^^)f]>]^(D^'^-j3^. u;y>K^^ge 

^i\z^^^it^m^rz\t^(D^^^^Lxt^^m.mua^m^r^. 
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5, mi--m7mmmmmf)'m7}^iiy°ny h±-^mm^n. zti'^cDcDNA 

^zt^mmLTz (03) o :^mMm^it. :ine.©^i.ns-r5'iiT. 
5 im^m^Tz'^^. ^^m^^f^r^iz^-Drz. 

(1) : i-Trmt^-^n^y ^ ym^^ihrn-^LKitmnrnzm-o) 
7 ^ ym^^\^^^'r^z.t=^^mt'r^mBm^rzit^<D^. 

(2) ±iB (1) tm(DmBn(D^^^y^\^^rzit^(o^. 

10 (3) ±ie (1) fBtfeCDmeK^Zl— K-r-SDNA^^WT^DNA, 

(4) SE^iJ#.^: 2T^^tl^^^»g2^iJ^W-r'5)±IB (3) IBilcCODNA, 

(5) ±|E (3) KiKcDDNA^^Wr^m^;^^^:^^— . 

(6) ±se (5) mm(Dm.mpi^^9-i:mmmm^tirzmm^mi^. 

(7) ±15 (6) mm(Df^m^W:i^^mmL . ±k (d laticcDMew^*^- 

15 WmitLsb^Zt^Wi^t.r^±ti (1) IB^(DMeK^fcfi^(7):^©^3g^i. 

(8) ±|B (1) mm<DmBn^L<it±ME. (2) fBiic<7)^^^-:/^FS;^c« 

(9) ±gB (1) fB«!c»^aKt.L<tl±fH (2) mm(D^^^y°^ \< ^Tzl^ 

20 ^u^>Fo^^:^?s. 

(10) ±sB (1) aB«(DgaKt)L<Ji±gB (2) SB«(Dg|55^^7°^ H^^c 

«^(7):^^ffll^§Zi:^i|#iti:-r^U;9>K<h±fB (1) IB«!c(Z)^eK^ 

(1 1) ±tB (1) IB^(7DgaKfcU<«±|B (2) IB^cogB^^^y^^H^fc 
(12) ±IB (10) SBife(7)Xi7U-->^;^?£^fc«±IB (11) IBi^OX 
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(13) ±ie (10) ie«c«x^'j-->^';^j5*/;(i±i5 (1 1) $m<Dx 

(14) ±|E (3) ie«c(^DNA<^:/\-rx h U >> jc> h7^j:^f!^TT7\-r yj 
XT -5 D N A T^cf c^f ^ fl fit -r -5 o 

10 (15) mmmK (T)g2^iJ#^ : 1 Ta^^nST^yiESa^J^^iT) 1 ^/ifi2 
i@l^± ($?*L<H. l~3 0f@@S. <:tO$f^L<til~9fBlgS. 

$f^L<«^fs (i^/;ti2iii) ) (DT^ymf/^x^LrzT^jmmn. (Dse 

3 0i@^S, =tU»SL<f^l~l OIH^^, ^biC$f^L<«M (l^Tt 
15 ti2i@) ) (DT^ymm-^DULTzT^ymmiL (I^gH^J#^: iT^t»$n^ 

20 (16) ±is (1) tm<Dmmnhv<it^(D^^rzit±B (2) ts^cTDgpit 

(10) sBife© U > K (D^^:^m. 

(17) U;^j> K:^^^T>4^:tT->v->, #>^>>. nUi^X 

h^->. ^)l^S.>. -tlDh->. ,>C^h->, - -L_p^y^ f.'Y, :tt: 
25 :t-r h\ V'U>. /ty7lx-y->>, :t4^vhv>\ PACAP. -fei7l/5^>^ 
^')ltizf>\ tl)U^>h->. THUyy>zi.U>, V-7hX^^>, GHRH, 

CRF. ACTH. GRP, PTH. VIP (n^yy^^-^y ^yj-y.'fA 
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-fc-:P'J>, yiU>. y^v^->, CGRP (tj.JLS^ hn>>>— >ij U— ^ 

(chcmokine) (M^lt. IL-8, GROa. GRO/3, GROr. NAP- 
5 2, ENA-78, PF4, IPIO, GCP-2. MCP-1. HC14, 
MCP-3. 1-309. MlPla, MIP-l/S. RANTEST^cCi:") . 
x> H-feU>. x>^d;(3X h U >. t:X^5>, x^-D^>->>, TRH. 
/\°>^ l/T^^ •v^^i^'J^y^'f H*/ifi;^f^x>T*'5±IB (9) lEiic© U 

10 (18) (i) ±fs (1) tm<Dm:BmhL<{t^(D^^rcit±m (2) le^ 

Id (1) i^m(DmmmhL<it^(Dm^rcit±m (2) seocc^aJ:^'^^^^^^ 

:it^w^t-r^±ti (11) $m<D7.^^)-->^'-:^m. 
15 (19) (i) iiiiL/iU:^'>K^±iB (1) mm.<Dmmn^L<it^(D^± 

lii^Lfc U ;y> K©_hf2 (1) fa«!cCDMaMfeL<Jl^cD:^^fc(i±fB (2) 

(2 0) (i) mi^Lrz'ji]>\^^±m (d fsuc©ssK^^wr'5«(c 

fgM^-B-fcii^i:, (ii) mmVTz^J > \^^,i:XSUmit^!^^±t^ (1) ffi 
g e K S /i (i^c^J^ <h ® ^ ;^{b $ it ^ fb##i * /i (DJgcD ,x ^ 
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(2 1) (i) lii^L/iU tf> H^±ie (1) tim(DmBn^^^-r^mm(D 
(1) tzm^m&m^^^-t^mmomm'jfizi^m-^'itrzm^izioi-^^. mm 

(22) i \ ) mmirz^iij'y \^ ( 6 ) mm.<Dmn^mit^mm-t^ 
tizj:.'DTmmn^mi^<Dmmmiz^mLrzmBmzmm^'^rzm'^t. ui) 
mmLrz^)is>\i^^zsi^^mt'^!^^±m (6) um.(Dmmmm^^mm-t^ 

10 d > cfc o T mm^mitommmiz^m trz^Bn izmm ^^tzmi^ (c ^ it 

m<i:-r^'j.^*> Hi:±is (1) mm(Dm&n^rzit^(D^t(D^'^^^^it^ 

(2 3) (i) ±§2 (1) tmo:)m&m^rzit^<D^^i^m[:-r^it^!^^± 

15 12 (1) s2«(7)MaK^^W-r^mtzSM$i±/i4i^ch, (ii) ±12 (1) 

nim<DmBm^rzit^(D^^i^mt-r^it^m^j^zsmmit^!^^±m ( i ) 
Bm.(Dmmn^^^T hmmizmm-^itrzm^iz^if mmm^iftLtzmm 

20 

(2 4) ±12 (1) l2t!c(^^eMS^c«^(Dm^?gmi:T'5fl:'&#!^±|2 (6) 

52^(7)J^K^M^*^^«t-o:ii:{Ci;oTE^ff:;Kem#:co^!Smfl^31L/iS 

Bnizmm^^rzm^t. ±12 (d f2«Sc©MaK^/i(i^(^ii$^gttfi:-r'5 
fi:^#i4DctD^K^fb^4^^±i2 (6) tmrnm^mi^^mm-r^ztiz^-D 

( 1 ) l2ife(7:)MeKt/i(S^(7)J^i:(D*g^tt^^fb$it'5fb^tl^fc«^c7)j^ 
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(2 5) ±tH (1) nm(r>mBn^f^mtr^it^M^. t>^^v->>->. 

->Hv>\ PACAP. ±^U^>. fJUtiziy. tJJlzyh~>. 7Hl^/^ 
5 >-^U>> yThX^^>> GHRH, CRF, ACTH. GRP. PTH, 

VIP (/-^'jT^^^y ^ y^x^^-rn /'> h uiz-Tt^-^h 

. K-/\°^>. ■t^U>\ T^U>. y^>=^->, 

CORP (;t/;i-> h->>->'j u-T-^ «y K^7>H) . □-rz]hijx>. 

10 HU-^U >> a*5ctD-'/3 -y^^y-r > (chcmokine) IL-8.GR 
Oa. GRO/3. GROr. NAP-2. ENA-78, PF4. IPIO. 
GCP-2. MCP-1, HC14, MCP-3> 1-309, MlPla, 
MIP-1;3, RANTES/cCi:) , x>H-tU>, X>7"n-^XhU>, t 

^^^>. x^L— p-5^>>>, TRH, ny^VYj-Av^-^^^y^-y'^-i^^ 

15 /z«:^f^x>T^'5±se (2 3) ^;t(i±IB (2 4) leilcOX^ U-x>y:;^ 
(2 6) ±IS (1 8) ~ (2 5 ) Um(J^7.^^)--y^-)j\in:%^X\o^. 'J 

20 ( 2 7 ) ±IB (18) ~ (2 5) JlsBt!cOX^U-x>^';^&T1#bn^^, 

(2 8) ±SE (1) tm.d^m.Bn^^^-^^mu^^^M^^^L^^w^ii't^ 

25 ( 2 9) ±iH (1) um.(T)m.Bm.^'^^-t^m^<j:>mm'Ti^^-^-t^:Lii^^ 
M<ht-'5±fB (11) %m.<D7.^^]--y^'m^vV. 

(3 0) ±12 (6) IB«cOff^Ke}^#:§^*-r§::<h{-J:oTI^?^Wfe^#:© 
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(3 1) ±IS (2 8) ~ (3 0) IBfic(757^^ 'J-->^^ffi + <;/ h^fflC^Tftb 
5 (3 2) ±ie (2 8) (3 0) ie®c7)X^ 'J-->yffi4^-7 h^fflCiTf#b 
(3 3) ±ie (8) mm<Dtn.i$-t. ±IE (1) aei!cCDSaMt)L <!i±8S (2) 

tm(7)^'7f^y°'f- \^^rzit^(D^t^mm-^it^zt^w^tT^±t^ ( i ) 
(3 4) ±15 (8) mm.(Dm.i^t. ^m^ii^zs^mt-^nrz±t^ (d mm 

( 2 ) isife y 5^ H ^ fz it^(Di^(Dm-^^m^-r ^zt ^wm L-t^m 

15 i^m'^(D±W. (1) aB«fe©saKt>L<(i±fE (2) tm(DU^^y^ V ^Tz 

(3 5) is^?^c!ia#:±iiT?${tb/i±iB (8) tmo^ifiW^i^zsmmt^ri 

25 :^SS2?iJ (AQ2 7) . ^^kZS^nf)-^ 'bm^^n^Y ^ J mR^^^^T (02 

^mmn (AQ2 7) . *3j;t)=:^n;()»bm^$^i§7^ y^E^j^^-r (bii 
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mi 4 itmmm 2 TtT^on/i aq27 (D^mmwTf^o^mmn^^^'ro 

M 5 it^t^m 3 Tlf tDn/iAQ27lc*f-r§Mct-Enkephal in-Arg-Phe amideCDJS 
5 f&ticD^^tiT^m^r^T. lillimcidificaiion rate, ^$4fM^-!tY 



!^ 0^ OHM ^ -r -5 66 ® * ^ (?) ff^M 

10 tD-^n^T^ ym^m mi^m2^(DT^ ymmm tm—hL<{tmnm 

15 ^m<^ m^it. ^)i^yh. ^yh. -^ox. y^. ^i^. 
(D$)<bi<p^mm m^iit. mmm. nmmm. ifV7mm. mm0 

20 ^i^sjt, mm > umm. mmmm. nmm.. -^wmm. 

^mmhL<\tis>mmuE) -^stm^.omm m^it. mel, mi, ct 

LL-2, HT-2, WEHI-3, HL-60, JOSK-1, K 5 6 2, 
ML-1, MOLT-3. MOLT-4, MOLT-10, CCRF-CEM, 
25 TALL-1, Jurkat, CCRT-HSB-2, KE-37, SKW- 
3. HUT-78, HUT-102, H9, U9 3 7, THP-1, HEL, 
JK-1, CMK, KO-812. ME G - 0 1 T^cCi:') , ^rzit^ni(Dmm 



wo 01/16316 PCT/JPOO/05684 
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mm.n> mm. ^j^t^. nmrm. ±m}kn. mm. mmm. 

m. ™, ^mm. ^^m. m(Do. #m, wm. ^m. mm. m. mitm m. 
±m. /jN^) , mm. mm. mrm. ^msk. ^mstm. miLm. 

5 mA. mm. §m. mn. mm. n^mr^iii (^iz. m^m(D^^ 

m^m^ : 1 -vmt) $ n ^ 7 ^ ./ ^ss^ij i ^mmzm-(D7 ^ j nR.n t. u 

L < (S*^ 8 0 X\^Xh. ^ 0 fi^^ L < 9 0 % JL^.±, $ b (C^f S L < iif-^ 9 5 % 

4'<7)lS;tti2m-h ($fSL<«, l~30i@i@^, ctO^ffSL <(il ~ 1 
25 0<@S^. ^b{I$f^L <{iM (l^/i«2f@) ) y^75>^^L/t7 
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1 -TrBitD $ n '5 T ^ miS^ij ^cTji^ fz fi 2 i'@a± (iff S L < (3;, i ~ 3 0 fei 
urn. <i:0 6fSL <«l - 1 OfilfMM. ^bic^^L <ttM( 1 ^;^c«2fa)) 

$ffi/v^^ii^:^;i.#4^>-;us (-COOH) ^rzitti)V:if^^i^u-h(-coo-) 

rSb^f}^. C^ii^^ty^}^ (-CONH,) ^fzitJiXy^Jl (-COOR) T 
10 $)oTt>ctlio 

dCTXX-T^.JKC^o^t'SRiiL Ttt, 7(>^;L', X^;i , n-^Dt! 

* ^ HJ3 <7) M Q K 75 * a n { C * ; I of; 4^ > , ; 1. a ( ^ J ^ ; 1. 4; ^ ^> 1/ _ h 

fz c m>^(DjLXy^nfj: ^Am 0 » n-s „ 

(DT ^ ym(Dm%B.±(Dmmm -oh, -sh, 75 ys, -r^yv 
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^ (igTK'tt (Hydrophilic) i5^-tfT^^/ig|5^^^Ci^-7°5^ HT^ 

o. ^^2, j^TKtt (Hydrophobic) gPfi:^— g|i{C^tr^:7°5^ H »^ ' 

20 ^L<«|^7 0%J[^±, =tD$f*L<mtJ8 0 ^ ^>(Z$fS L<mtJ9 

oiHfis, i;f9»sL <«i~i omum. ^^\z^^v<\tWLm (i 



10 
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^fz. -^mm<D^V7f^y'^vitc^t^:^m'^i^ji^^=^>')iM (-cooh) 
;ri<. CTf^^T^^T^H (-C0NH2) ^fzitJixT-n (-coor) t$> 

CO ffi ij II i: J) « S ;!) ^ 31 ^ T^j: fr. fi S Tf f:^ li ^ n T I ^ § t) (D . ^ ^ U ( S ^ II 75 ^" ^ -g- 

*!T§B^,7)gB5)'^:7°fFKfic?^)^75»ffiit:^7;i/4^^^>;us (-cooh) 

15 t<. cmim^^T^}^ (-CONH2) ^rzitJi7.v^)l (-COOR) T^o 

20 ^m. y°u}d-tym.. y^)i-m.. -^u^^m. m^m. ^jz>m. 

^mmm.&n^tz\t^(Dm-^. mmLtz\ih^m%m^<j^mm'^rz\t.mm 

25 ^mmmBn^n-\^-r^DNA^^^-r^mn^mi^^mm-r^:itiz^ 
■oxhmm-r^z.t^i-v^^. ^rz. mmom&m^f^m^rzitzruzmcx 
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•=^-)mm. 4 ^OXt HU;UT5 >trig. PAM^^Iig, 
10 - iiW -V :)^V^i^y x.-)\.-\LYu^y y :z.j ^i^Ml^. 4- 

(2', 4'-i^^;>C h + ->7:n-jI.-FinocT$ yx^;i.) y x. J ^i^mm^E^mi 
5 H?^<i:LTfl, DCC. -V< Vy'u\±)Vti)^it^i;^ ^ F, N-X^^jl-N' -(3- 

'^\\L\z\%^^^\YMmmm\ mx\i. hobi. mm)t.t.h\zf^mrr^jm.^ 

XX5";i/i LT$> ^>7J>^ U 56iS^T ^ y ^©?gmt:^ff T^Co /i^{31^^§{C^.^IPt■ 



wo 01/16316 




cDx-^nm. Tizh-hu^u, y°n\f^-h^j )iuy(D-h^) )ym. mm/- 
ffl7!)^^51l:iitR$n, 3®^*^- 2 ot:~5 ot:(7)|gH75>b3il:MlR^^i'5.c 

mm(Dy^ymo-Ji^m&t Lxit. m^ii^x. z. boc, ^-s^i-u--^^^;!/ 

:t+->:^;i.;}^-;i., -r v;j^;i -;i.^=^^> 4 - ^ ^^->^>>;l':^- 
^>^:^;^4^- n , Cl-Z, Br-Z. T^'-^>^)l^^^>tin^-)l^ h^Jy)l^n 
15 7-\z^)l. y^n^ )i. :t;n^;i . 2 - - h □ -701- H x;i/:7 a:-;i, i^yx. 

t;;U#^>';i.S{l. m^^I. T)U^)lJ.7.y^)lit m^lt. pC^;k X^^;!/, 

jL7s^)l. 4-xhn^>>;i x7.T-n, 4 -p^ h^>^>>;i/XXx;i, 4 
-^nn^>v;uxx-5^;u ^> H U^l^xxT^Mk) . •7x:^->;Lxx5^ 

x;Hi K^v Hit:. hU^;H^ F^>^H{l:7:i:^HcfcoT^«-r'5Cch70iT^^o 

;i^*tT€^„ 3(7:)xx^;Hb{cii-r^»iLT(i, mpL\t. T±^)imfji^ 

:r--)m. X F=^^> ti)i^^:^)imu^comm^'bmm^n^mu^Ami^h>n 
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^□>->c75:7x /-;i't47K^ScrjilllSci:LT!:t> f|J;i(^\ BzK Cl,-BzK 

5 t:X5=->->cO< = yv/-JKD{^l«iUTiS, ^J^t^. Tos, 4-p< h4^>'- 
2. 3. 6- h U ,x^;i.^<>iz > X;i.:t^-.n-. DNT, ^y> )V-t^i^ Bum. Hoc. 
Tru YmcUEtim^^^n^o 

10 2. 4. 5- h U ;!7 nn-7:i: / — 2, 4-> n h n "7 x /— > T / 

— JL. h nvx /— HONB, N-h Hd4^->X^ H> N-bHD + > 

:7^;H'^K, HOBO t(DJL7s^A) ;^cC ^T^^ffl ^tl-So I^l^fcDT 5 /ScD?g 

Txv-;i., 7x/-JU> ^:t7xv-;u A°^^ky-;i, 
>^/5^;i'X;i.-7Y 1, 4-y^>v5^i--;u. i. 2-x^> v5^:t-;i/;^cj;^cD=k 

fS<7)l, 2-x^>v^^-;p, 1, 4-7~'^>>^■^::^--;^;^J;^:■c7)?^^5ET(7)^^^{-J; 
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' fc^ y^-^ «. » N -c^ -1=*- .-TN /a j-^ * »v> » _ /n a.^^? , , > „ _ ►« 



15 



20 



25 



(gSK) II^P/fM(Z)IIfi^T5S(fLjttt. I^'^y-^ KII(DN*^ffi(Z)a- 



10 



ML, ±1 

i:oTSiag-r^^<i:;OJT^^o KcT^-^^r* <h LTfi, @tg^^ 

0M. Bodanszky ^5 J: M. A. Ondetti, ^'7° J- Y i>>-t->7. (Peptide 
Synthesis). Intense iencc Publ i shers. New York (1966^) 
diSchroeder^Dcta^Luebke, if ^Ny^F(Tlie Peptide), Academic Press. New 
York (1965^) 
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t^mm^i\^. ^^y^H^55ciDS^c!:^#.. fimm (1975^) 
■i'^^f^m ^:'j;:zsmw.i^W: ^it^mmmm k mmmcDit^iw 205, (1977 
^) 

Y/ADNA. y/ADNA^-l-y^ MIB L • M^S^feO c D N 

A, iulBb;^iir£!l • ffi^i^CDc DNA^-1':/^U— , '&5!cDNA(7:)l'i-rn"e 

M ^ =t 0 1 0 1 a 1 R N A ^ ( i m R N A iii ^ ^ 1^ L /i =fo CO ^ ffl I ^ T it S R e V e r s e 
Transcriptase Polymerase Chain Reaction (j^T, R T-P C R r£chl^§^^^T'5) 

*^ejOijeS^u- K-r^DNA t LTfi. 

tl^^SlH^y^WT^DNAi/N-rx >i/x> h7^j;^#TT/\-ryuy< 

^Si4, i/^^^AM^gf^ii^^fflT^Ci:") ^W-r^MfiK^li-H-r -SDN AT* 

25 mm^: 2T^t5^n'5>i^SS2^J^WT^DNA^/N-rx s u > >^x> h 
T^cC^fl^TT-Ai'^'Uy-rTr-r^DNAtbTti, ^JA(S\ i2^J#^: 2Tmt) 

9 0%jK^±. ^<hlzB^L <itm9 5%Jl^±(Dt@[H]'t4$WT^:^SS2^iJ^^W 
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^I/^^^- • :^ □-->if (Molecular Cloning) 2nd (J. Sambrooket 
al.. Cold Spring Harbor Lab. Press. 1989) lClB*!c©;^?£/j; if'fCl^go TfTT'cC 

#{ZsB«feO:^?il3t«^oTfT7^ci:c» diiT^^T^^o ^Ottf^L<it. /N-rxhU> 

X h u >->'ai> m7L\t. -rv^) ^^i^mmn^ 19-40 

6 0-6 srcD^f^f^^r^-To mz.. -y V ^) ^ \ '^mux-u.i^m^^ 

* ^ BJ ^ e W ^ f « © ^ ^ y 5^ K n - H f -5 D N A ^ ^ ^ T -5 1 1 T- 

* ^ A «\ ^ ^ 0J3 CD M a K3t :i ^ ia$-r ^^hox 
a S3ie^(7) R N A <h /N -f 7' u ^''-r x'l" ^ d 70^~T # . R N A CD -^j^gx «a 

T#-5>o GgaK^tSMMeKggj^RNACOil^^tlfciE^iJtCffiMfi^T^j: (^'J 
31') y^OV^^Y. :&LXGMeKitfSSigeKMJiRNAi:^#S6tl{I/N-ryU 



wo 01/16316 ^ ^ PCT/JPOO/05684 
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i^^7\i>)V-y\ 5' j^6-^-X-^T • U ti-h. 5' 

U'-^y^ K^IRr^^!^3 K ^ > ^SKu-HmJ^^. OR FS^iRr^iJ^n H>. 3' 
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:^mM(D7y^-t>xmmit. rna> dna, abou^if^tfp^nrcit^^T' 

20 mmit, ^ L T# U 5^ ^ ^ V K T ^ H-^:t U n ^ ^ I/:t >^ H y 5 K (DjfMlZ 

LTf!itili«^|^^ifTrl^^<^bnT*5D. J. Kawakami ei ah, 

Pharm Tech Japan. Vol. 8, pp.247. 1992; Vol. 8, pp.395. 1992; S. T. Crookc 
et al. ed. , Aniisense Research and Applications, CRC Press, 1993 t^E\Z 



wo 01/16316 ^ ^ PCT/JPOO/05684 
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T^iz^^im'intLTit. n a commit m?nt. ziux 

RNa s e /cj: c!:'©^^ ^ U y— tiz J^o^i-^^lfiiht- ^fc6?)(Z) t)(7575^'^ 
^ 1/ > IJ D i: 0) ^ U n ^ U- j6 <h L ^ I^^H^Tai ^ tlfcrK 

20 ^zt^^x'^^o mmmMtimt-'j^^(D^m(Dyjmrm^izmm'c^^o 

^fi*CDcDNA> MsEL/im • M^S*COc DNA^-r 7'^ U-, -&^D 
25 NA(7)U-mTt.i:Uo ^-r -7'^ U-Hls^fflTo^j^i^-f^. 7^^:77" 'J :t:7 t 

nXSH. y7->'^}^U^^^mx$>-DXh^l\ ^Tz. 
mBltzmm • Met (:)mRNA®5t^llSL/'::fe(7)^fflliTii:?gReverse 
Transcriptase Polymerase Chain Reaction (UTs R T-P C R&<i:iB§f^1"S) 
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cfc o T -r ^ :i > t) Tf e S o 

: 2T^^$n^i^SS2^iJ^^-r§DNAi:/N-rx hU>vx> H 
$ no:^aSa^iJ i:$<J 7 0 ?bJ^±. <ff ^ L < 8 0 %jl^±> J^O0^L< itm 

0|55>^SS2?iJ ^^t-^^^DNA^^-r-N'-^fflliTPCRrifCcko TJi>lef 
fi^M^ ^ n - H -r ^ D N A ^Jr H- 1> L < {J ^ 65c D N A ^ ffl T^IS L CD 

ch \ -r y u ii - ^> 3 XI ^ o Tiisuf ^ c ch 7^i~-e # -5 o / \-r y J -tf 

20 — V3 >(7),-^S(i, -^ij^ti. • D — ->i^ (Molecular Cloning) 

2nd (J. Sambrook et al. . Cold Spring Harbor Lab. Press, 1989) iZt?.m.<D 

m^. WA^(j^mmmm\zum.(D:^jmz'i^t-Dxnf^o:Lti)^x^^. 

A(Dm.mW.m(D^m\-t. PCR^i^a©^^;/ m^\t. Mutan™-super 
25 Express Km (^Sit (^) ) , Mutan^'-K (SSifi iW) ) ^^fflV^T. ODA-LA 
PCRyi. Cupped duplex ^^-^ Kunkelr£^cog#:i^a(D:;^?i^^t^{i-enb{lip 
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-r'5DNA;i^bg6^<ht-'5DNAI^n-^tOQtbL. (P) I^DXA^It^ii^ 
T^f ^ :^ - (7) □ ^ - - (Z) Tijft I liilST § C =t 0 SiifiT ^ C <h T^^" 

10 ^^^'-^LTii^ i^mm^^oy'^-T.^ \i m. pbr 3 2 2. pbrs 
25, PUC12, PUC13) , ttmMtfe^fecDy^.xs H m. pub 1 1 
0, pTP5, PC194) , mmm^y'^T.^ h p sh i 9. p sh 

15) , T--:^f^E(D/'<y^^J^y7 — iy. UhaO^Jlx, U^i^—T 
O^JVX, /t^^UO-i JlXUE(Dm^'y-( JlXtS.^(Di^. pAl-11, p 
15 XTl. pRc/CMV, pRc/RSV. p c DN A I e oU^^i^m^^ 

20 iv~LTRy'n^-$^-^ CMVy°U=E-^-. HSV-TK-fn^-^-ti 

Z.n^(Do-^. CMV7°n^-^ — , SR ay°u^—'9—UE^mu^(Dt)^ 
^ff^Llio ?g±/&i^x>'xU tTSffiT^-Sii^fi. trp^o^-^-, la 
cy°u^-9-. recA^D^-^-. A P ^ ^5^-, lpp-7°n^ 

25 -^-fj:<>:75^\ ?ti7&JA'5^;i.X«ffi-C$)Sii'&(i, SP0 1-/o^-^-, S 
P0 2yn^-3'-. p e n P^°D^-^-7^j:^\ Ti^7:?^gf ©T^^tf^ti. 
PHO 5 yo^-^'-. PGK7°n^-^-, GAP7°0^-^-. ADH^ 



- ^ ffi C i T -r -5 Z t) T- # ^ c 
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S V4 0 o r i <hBSI^>t-^t|^7i>^^^^) ;^c£i:^^W LT 1^-5 t> (7)^.^1^-5 C <!i 

h f T tmwrhm^^^$>^) [p<vhu+-t-h cmtx) littt] , 

y >h: >ijttjte^ (JL^T> Amp ^ chlsm^■rot^-^7:>^'SS) . ^-^-^-i 
>'>imite^ (jl^T> N e o ^chSi§f^-ro^'&;i>.fe^. G4 18»I4) #^0^^ 
mifi^n^o mz. CHO (dh f r-) m^ffll»Tdh f rMi^^^m^ 

mmizmnr^o m±:^^x.>x. u tys^TS-siii^fi. PhoA • i^^^-rjimm. 
-^it. MF a ' '^y~^)ium. SUC2 • ^^-rhWMt^E. ^^f)mmmm 

XS/jcU t7«M(Z)S,^^j^[^XfS,x> aiU hT-n U (Escherichia col i) 
K 1 2 • DH 1 {y°uiy-iyy^^X ' • if • :h>3^;i. • 7tl^^ - ■ ^ 
25 :7* • -tf--rx>i>-r X • • -tf • X7.X— (Proc. Natl. Acad. Sci. US 
A), 60 160(1968)], JM103 ^ U y !7 - 7 X ■ 
5^, (Nucleic Acids Research) , 9#, 309(1981)], JA2 
2 1 li?-Y—i-)l ' :ty' ' "EU^zL^— ' ^n>'- (Journal of Molecular 
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Biology) J, 120 #, 517(1978)], HBlOl [-y^—f-Jl • ^7" • 
^U:^^^^— • /WrtDv — , 41 #. 459(1969)] . C600 [>^~x 
^-T-Y-y^X (Geneiics) , 3 9#. 4 4 0 (1 9 5 4)] U^f}m^^^n^. 

/\^)l7.m'MtlXit. M^lt. /t^FjUx • ■t^5^;^7^ (Bacillus subiilis) 
5 M I 1 1 4 C>-^ , 24 #, 255(1983)], 207-21 Cv>-^ 
;U • • h U- (Journal of Biochemistry) , 95#. 87(1 
9 8 4)] U^^m^^'btl^. 

MMtLXit. m^it. •*)-ytlu-^^±:X -tUfvX (Saccharomyces 
cerevisiae) AH 2 2 , AH 2 2 R", N A 8 7-1 1 A, DKD- 5 D, 2 
10 OB-12, > y'1t>y ,t» □T-r-tX 4t>^ (Schizosaccharomyces pombe) K 
CYC1913. NCYC2036, \^^T /tX h U X (Pichia pastoris) 

E,i^mm^Lx{t. m^iit. ':>^;i/X7t?i~Ac NPV(7)ii-&(i. ^!&m(7)^A 

fi^fett-ft^BS (Spodoptera frugiperda cell : S f . Trichoplusia ni 

15 <D^m^^(DUG 1 mi^. Trichoplusia ni (7)^Pfi5l5CDHigh Five'^^^^flg, 
Mamesira brass icaeffi5feOi^8a^/!:«Es t igmena acre&^^om^U^-^^m^^^ 
n^o ^ ^ )lX^^BmNPV (Dm^it. Wi^^Wimm. (Bombyxmorl N ; Sm 

Nmm) fji^f)^mi^^n^o ms immti^xit. mxit. s f 9mm (atcc 

CRLITH) . S f 2 imm (1^±. Vaughn. J. L. e,, -r>- # (In Vivo) , 13. 
20 213-217. (1977)) fi^^mi^'^tl^o 

— (Nature) , 315 #, 592(1985)] o 
m^mmtLTit. mPiit. 1j-;i/«COS- 7, Vero, --X/M:. 

x^-mmcHo (^xr. cuommtmm) , dh f rmB.^^m^^-<- 

25 -X;\L.7.^-mm.CHO {VAT. CHO (dh f r") mmtmtZ) , 

XLm. -T'j7XA t T- 2 0, -s''j7XaXD-T|fflia. ^-yhGH3. h h 
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- (Proc. Natl. Acad. Sci. USA), 6 9#, 2 1 1 0 ( 1 9 7 2)-^->"— > 
(Gene). 1 7 ^ ^ 1 ^ 2)f^E\z%Zm.<J^^mz'^'D-X'nUo Z-iii)"^ 

• v^xt-^-r >y i7X (Molecular & General Genet ics) . 1 6 8#, 
111(19 7 ^)UE\z%^m,o^^mz'^r>-Z'nU^:Lii-h^-T:^^. 

Sl^^ff^Hfe}t-r'S)[C(l.FiJA«\ >^ >y yX--r >-X>ifi'^p>?— (Methods 
inEnzymology) , 1 9 4#, 1 8 2 - 1 8 7 ( 1 9 9 1 ) . v-i;>^X • 

X7>X— (Proc. Natl. Acad. Sci. USA). 75 #, 1929(1978) 
/j; ^ !^ aB« (7) :^ tz o T ff T^c -5 ^ ^ -5 o 

(Bio/Technology) .6. 47-55(1988)) UE\Z%^m.(D-l3mz'^^'Z^=iUo Z.t.ifi 

h 263-267 (1995) {^m±%\=i) > 'i'V nPv- 

(Virology) , 52#. 4 5 6 ( 1 9 7 3 ) {;fBi!cC0:^fe(3t^ o TfTT^C ^ ;i 



^:/hy. tjif^y. ±3.m. -^^i^-f y3miiimu^(Dmm^rzit 
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5 /^^at:M 9^illl C^^- (Miller) . >>-:»-;^ • • X-x'J / 
• -f > • ^: U^:x '5'— • <>' ^ X (Journal of Experiments in 

5 Molecular Geneiics) , 4 3 1 - 4 3 3. Cold Spring Harbor Laboratory. New 

York 1 9 7 2] fym^LiK :i ZlZ'i^^^iZ^ 0 y n^- ^ -^^^J^ < im^it 

^t^jO^Xvx'J by«M<7)^^. mmitM'^mi 5-4 3t:-r*^3'-2 4B# 

(Burkholder) g/M^iiil [Boslian, K. L. ^yu-y — Vy^^X- 
15 • if • :^v-3:h;i^ • yn^f^ - - :t7' • -tf-rx>ix-r X • ir-J • if • n- 

XXX— (Proc. Natl. Acad. Sci. USA) , 7 7#. 4 5 0 5 (1 9 8 0)] 
^0. 5 %;^1f5 /^^^WT^SDi^ite [Bitter, G. A. ^y°ay-i^> 
XX • ^X • -tf • X ^ 3 XJl/ • T:^7 T^'S - • xTX • X-f x > > < X • :tX • X' • 
:i— XXX— (Proc. Natl. Acad. Sci. USA) . 81 #, 5330 (198 

ii^*tj2 ot:~3 5t:T*^j2 4~7 2mmnui^\ iZ-^mizjt^cxmn.'^mi^^ 

Grace' s Insect Medium (Grace. T. C. C. . t^-T ^-v— (Nature) .195.788(1962)) 

i^i^<DpHm^&. 2-6. 4izmm-r^otw^Li.\ mmitm'^mz ix: 
T*^3- 5 BrBTutj-^K 'Z^mz!t^cxmn.^m.w^i}UPL^. 
m^f}m!^mmx$>^mn^mi^^mmr^m. mmtLxit. m^h.^. m 
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O ri O/ /T^ I H ^ rfn ^^^^nX /t \ J4.Vr XOt r-U- v-r--».-7 /o-: N i r^r-.^ 

»j ^ v-^nn^L.-r-iiiiiH '<!. NLJ ivi i:. ivi>a ^lii l v 'i vocit^liutv , 1 ^ 

5 0 1 (1 9 5 2)] , DMEMlgiiii [-j/^nDv-- (Virology) , 8#, 3 9 
6(1959)], RP MI 1640 i^tiil [>>>-:^;^ • ^7' • if ♦ 7 p< U > • 
."^ 5^' A • TVi^x— >'3> (The Journal of the American Medical 
5 Association) 199 #, 519(1967)], 1 9 9 Jgite P S/- v >^ • 
:t:/-if • y+l-rXT^^ . ^ (Procecding 

of the Society for the Biological Medicine) , 7 3#, 1 (1 9 5 0)] U 

^-^m^^ibti^o pHitme--8'v$>^(Df)m^Li^\ ig««ii^*tj3 or- 
4 o-cT^tji 5-6 oBtrp^tfT^^t.^, '^^mizjt^cxmm.'pmw^m^^. 

15 'A^MmTrm^^^i^itmm^m^. ^m^m^^tjimmmzmmL. m^^m. 

'J A 43 J; IX/ ^ Tz WiMmmmrji ^iZ^':> T^#:^ ^ V ^ ^HBS ^5^?:^ b fc 

CDS, 5t'i:^^li^53§{CckDMeS(Z)MmiS^f#§,-:^S7^cC£75^^311:fflO'=>n 

1 0 0^^/j:^"(D#M?§'|4^j7i>^--^^tlTliTfci;Uo 

^(D^oizLxni^rirzmm±m. $>^\^^iti^Hi}^^iz^^n^mBn(Dm 
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i^it^nizm c^r^miz^-:. x^iz^mr^ z t^^-v^. m^z^m'^ntzm 
^iz;t^it'A^(D:^i!^$>^^At^nizmc^:^mz^o. mmi^^fzimcDm. 
iz'^mr^ztt^Ts^^o 

mm^im-^^^z^iz^D. UMizmm^m^rzo. ^u-^y^H^a^^e^ 

K T)l^=.)lJL> \i^y'^y—if^ ynT-Y>r^^— if, yijzi-> 

Lx±f^-t ^:^mM(Dm&mmrzu^(D^(Dmmt. mmLrz'j^'>\^ 
h (D'^^mm^^ zs^mmi^ ^ ^ ^/i x >if a -r a / y -t < t^cC ^ c ct d 

^mH(Dm&m. ■^(^^^A^y'^\^^rzit^n<b(Dmzii:i-r^tfimt. 
BM(Dmam. 'to)m^-^y'^\^^rzit^ti^(D^^%mu^^ini^x$>tnt. 

<i^^(Diffii^^rzitifiskm(Dm'^mzm'D xmmr^ z t^^x^^. 

(a) ^ui—)vmwm±mm(7y\^m 
^mmmBwmit. m%mm\ztiLx^mz^K>tKwm^ij'^'^t^t^umz 
^n^wh^\.Atmw. ^mmtt.-h\z^^--^n^. ^mz^.Lxm.w-m'^m. 
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mi&mmtinihimt^KJt^-^itrzo)^. tfn^ l rzmmmo)m]t ^mi^-r 

<!i^;L'X^O (7);^^i C^.-r^^- (Nature), 2 5 6#, 4 9 5M(1975 
Vyf^)u — )\- (PEG) ^^^Ly^'^^ A )V7.f^Etim\ihn^t)^. »^L< 

15 fig) ^tnMmmm^t(Dn^Li.^ttmiti 1-20 : isst^d, pe 

G ($f S L<{i, PEG1000~PEG6000) ;:>no~80 

^T-^.tjp$n, i^j 2 0 - 4 0 r . $f s L < 3 0 ~ 3 7 x:x'm 1 ~ 1 0 ^j^r^^ 
>4^zL^- \--^^ztiz^oi:)]m^<mmm^^mmr-^^o 

20 ^mx'^^^\ mpiit. ^^m(DmmmminW.^mm$>^l^^tiBi$itt'h^z^ 

'^kiznmit'^m^mmu^xmmLrztA^^^'ay'o y^Kw mmm^izmu 

mm±-m^mML. ijmf^^n'pmmuExm^Lrz:^^m<Dmanm^i]^7L. 
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mi ^Tfe^l >o mpLlt. 1-20%, L < ;j: 1 0 ~ 2 0 %c7)4^^i,Bifiitf ;^ 
5 ^t:RPMI 1 6 4 0l^ife, 1 1 0 %C7)4^^',5inim ^^tJG I Tlgitii (fDTt 
m) ) S/i{i/N<y>J H--Tig^ffltejni}*iii|ti (S FM - 1 0 1 , 

(b) -^u-t-jitfii^ij^mm 
15 rtmi^. mmmm. 'i:t>^mi^ m. deae) {Zct-^psa^a^ri, m&'L- 

'^^'jy-izmm^'i±x'^mLrz/\y'T->\znLxmmmm^<xtrnt. 
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m]tT/\y°y^> iiztiL.mo. 1 ~ 2 0 . $f S L < mt) 1 ~ 5 ©iiJ-^Tt/ :7°;i/ 



^mi^^ztiz^-ox. b h-^miW]!^\z!^is,mjiGm&m^'i^mu-fy9- 
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(1) -^mn(DmBmiznr^')i^^y\^ (r^'-xh) <D^^:f5i^ 
!i> ^^m(Dm^n^rzit^co^izM-^<bOfj>\i crzi'-xh) ^j^^^l, 

^ ^ 56 (DIS ^ i L T Wffl T ^ s . 

>^ ::iii-D-<:7'^FY. :ttf:^--r H\ ^ J > > /n'V ^ U >j/ > . ^=^->'h>' 
PACAP. -tyU'^y. y)ltj::i>. ij h :=-> . THU/t^vzl'J 
20 >, V-7h7v^5^>, GHRH, CRF, ACTH, GRP. PTH, VIP 

K) , VThXi^^>. H-A°^>\ ^^U>. T^U>, y^>-^->. C 
GRP (,:^;L'> h->v— >ij L^-T-^ H^y^^H) . D-r3hUX>. /I 

25 ^":^U>, a^J:tX/3 > (chemokine) (^y^«\ IL-8. GRO 
Of. GRO/3, GROr> NAP- 2. ENA-78. PF4. IPIO. G 
CP-2. MCP-K HC14, MCP-3. 1-309, MlPla, M 
IP-1^, RANTESt^c^') , x>H-t:'J>, x>T-D:^/xhU>, hX 
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mwmzit. i^^^my^mt. :$^^m(DmBm. -^(D^m^y' 

mm. mmi^c a-^MM. mm^c amp^i^. ifflssF^c cMP^iTic. 
h-)i'j>mm^. mmmmitmm. mmi^mmnco^jymit. c-fos« 

< {t^o^^rcit^mm^'Tf^y'^ f l < it^'D^^ztm^'ittzm^iz^ 

L < «^ CDJ^ (3^^ T ^ ^lliJ^T ^ :i ^ #m ch T -5 CD M e M ^ 

^izmm-^^Tzm^izioi-f^. mmLtzumit^mcDt^mm^rzitmmm^iz 
n-r^^^m^m^T^zt^w^t-t^^mM(DmBm^rzit^(Dmztir 
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(smmLfztmit^!^^. ^^mmmmm^n- vr^D^A^^^r^mn 
^'^^i^^ mmirzttmit^mm^man^rzit^cDmzM-r^K^'^m^ m^r 

m. mmiHc a~'mm. ^^sf^c AMP^gjc, mm^Hc gmp^j^. -r/> h 
>mm±. mmmmi^Lmm. mm^HmBmoj'-i >mit. c - f o s cots 

10 t^Wi^tr^^mmmi^n^fzit^'Dmz^r^'jijy ['(D^^ijm. ^ 

^mr^ztiz^^xmmm±iz^mLrzmBmizmm-^i^rzm^iz^i-y^. 

15 mmp^c a~*mm. mm\Hc aup^^. mf^ccMP^^, -r/vh 
>^M^, mmfHmam<D^j >mit. c - f o s co^ 

t^^mtr^t^mn(Dmmn^rz'^t^o^mzMr^ u K(7)^^i^?s^ts 

^■r> ^)is> \^^m:fjmizmi^^mBmtLTit. mmLrz:^mMcom&m 
Wimmm^m\^'z±m%m-^'\irzmBm)mLxu^. 

mD^Atm^^^n^-h^. 'i^^-tvhz.ri\zm'i^^n^t>(D-T:m^v^. mx^t. 
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jte^SfrH-^nfi^DN A^ffiliTt)i:tic *^Bfl(DMF^K^l3— HT-SDNA 
(nuclear polyhedrosis virus ; NPV) COtJ^ U ^ H U >'7°n^:— — , SV 

:$CM. [Nambi, P. - zy^—tJl" - /i^ ^niPtj )l - h ^) — 

10 (J. Biol. Chem. ). 267#. 19555~19559M. 1 992^1 {IfB^Ol^^SIZt^^o Tff 

^^y°^]^^rz{t^niiDik^^mr^h(DtLxit. •^tiJ^it'Am(D:fjmz 
'ift-^xmrnvTzm^n. 't(D^'7^-^y°^}^^rzit^ti^(D^'xr$>'^ThJii^^L. 

w$.ifi^<^^ti^m'j^(n>z.t.^\^^Oo mm'j^m^-:h'-fkt.\.x\x. Potter- 

25 Uhn> (Kinematica^tM) {Zci:§fi^5->, ia#?S{Ict ^5^5?=, yVy'^-:^V7. 



wo 01/16316 
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rpm~3000rpm) TMBtPBl li^^ 1 5^-- 1 0 5t) m'Ul. ±rt^ 

^'^(cSii ( 1 5 0 0 0 r pm-- 3 0 0 0 0 r pm) 3 O^t- 2 S#rBli^ 



Ut-CWMLrzT>^-^9'>i^>\ ti-r}^/-(V. nu>-7.h=¥ 

-feoh->. ^^h->, -zL-D^y^ FY. ^fTM- 
yu>\ /\'y7V«y > >. ^+>h->>. PACAP. -ti7U^>, 
20 t}zf>. tlJl^~>h=.>. THlxy^i>^rLU >, y^hX^^>, GHRH, C 
RF. ACTH. GRP. PTH. VIP (AV7^5^^^ -T^t^-X^-i-^ 

5^U>, T5'J>, y^>~^->, CORP (±;Jl/>' h-> U U-7^Y 

25 h o >;}^:^ij->, 7T-'y>>. TF1^^'J>. - ^t:^7<> 

(chemokine) IL-8, GROa, GROiS. GROr/NAP- 

2> ENA-78« PF4« IPIO. GCP-2. MCP-1, HC14, 
MCP-3, 1-309. MlPla, MIP-li3, RANTESt^C^) . 
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-T,> H-feU >, 



yy — lZit. pH4'-10 (M^L<{ipH6~8) (D^J >m/^-yy T—. h 
U X - ^ A- -7 7- - /cC cL:" (D U > H c^: * ^ Bfl (7) M a K <t CO IS * PI $ L T'j: l i 

CHAPS, Tween-SO"^^' (tEi-7h^Xl±) , ->':^>->. 7=-'^^ 

n^^nyyy-izm^^z.th-e^^. ^bd, ynv^r— tf{::=toU-tyi57 

#§0 0. 0 1 m 1 - 1 0ml(Z)f^l/-tiy^-i^?^^t3. — ^Jl (5 0 0 0 c pm 
~5 0 0 0 0 0 c pm) (Z) C^H] , V^'l). [^^C], i^'^ S] Uiil: 

itm3 o'7}y)^^3m^rm^Vo ^^jcs^, ^^yyMmmmmismmL. mm(Dm 
y y T-xik^ L fzWi. 1: y^mmmm. \znnT^tk^f^'^^mi^ -> >^ u 

-S^3 >;^J'^>^-^^(.i«r-;^«j7>^-TffhSiJ-r^o ^^^fi (B) 
im'm^l^'^m (NSB) ^?|l^/;;^>>>h (B-NSB) T^^Ocpm^^A 

^u,m\:'t^^^^mn(DmBn^ti\t^(j:)mzn-t^ u ,tf> h (7:n'-x v) 
i^cGMP^ss, -ry>i — ;i/U>^M^, mmmmitL^m. mmnmam.<D 
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:^uiixmm(Dm^mm^m^m±-^iiT^i^rzmmiznT^mi=M\i'^mt 

:^mmm^n^rz\i^(Dmz^^^-r^^j:fj>\'ik^m=¥y hit. :$^^m(D 

1. Utf>H^*^fflli^ 
20 Hanks' Balanced Salt Solution (^^nttM) i3> 0. 0 5%(D^iyikm7 

25 *^HJ(7)geK^^;i^-tt/iCHO^fla^. 1 2 7^7°!/- htiS X 1 0 
y^T^T-ilf-^L. 37t:.. 59oC02> 9 5 % a i r T 2 S Pp11§* L/i 



wo 01/16316 
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in;i^AT^ F, DMSO> j-)im\z\MM-t^. 

mmt^mtn\:%(7^^i 00-10 ooi^m^^^mmzmm-t^o 
2. m^m 

Wi'^mmmm 1 m 1 t 2 m^mvtz^. 490^1 (Drnmrnmrnm^^mzm 



MU.mt'^m^O. 2N NaOH- 1 %SDST^j^b. 4m 1 (D^^#:->>^ 

^^^(DmBm^rzittomzf^^-r^zt^^-c^^vijy \^ti.x{t. m 

>, /\'Vyi/«yS^>\ ^^i>hv>, PACAP, ±^U'^>\ ^"Jltiziy. 

:^;i/vh->, 7 Huy,><s;~iU>, yThx37^>. ghrh, crf. a 

CTH, GRP, PTH. VIP O^VT^T^^y' ^y^7.^^-r)V T> 
T^U^, y^v:^->. CORP its)\ i^V~yi;-y\)u-^^ 

T7=^V>>, THU:^U>. a43cfcD=.;3 -^^:;^f-r > (chemokine) 



10 



wo 01/16316 PCT/JPOO/05684 
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mpilt. IL-8, GROa, GRO/3. GROr. XAP-2, E NA- 
TS. PF4, IPIO, GCP-2. MCP-1> HC14. MCP-3. 
1 - 3 0 9. M I P 1 a. M I P- 1 p\ R AN T E S T^cf , X> KizU >. 
x>7^d:(7X h U >, t:X^ = >, -rL-D7^>>>, TRH. f'l>^UT^ 

(2) *^B^cDMaK^^;i#oo^ij^ . 

rut. IS u > F 7:>'WT o f^ffl icc^ i; T , i ;2t:% bji e m^fz it(z)mm a k 

mim:^mn'c^m^ mm:&n(Dx±'m s^tju.o^^h, (i)^mn(7)m 
^-\^-r^DNA^mm^iz^^L^m^i^^:itiz^-DX. ^oc^ti (□> 

^^momBn^fz it^mn <d d n a it^mmm mxit7)iy/\^ -^-m • 
mm. ^mttisk. ^^i^iiimm. "f-nw.-^^^. ^^mmm. Axtim^m. 

mi^-m'b& ' mmmitm)(Dj'pj^^zs/'^rzitf^wjz^mx$>^. 
xm\ifr^z.tf)^x-^^. 



wo 01/16316 PCT/JPOO/05684 
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t thiz-mizimibtiTzmmmmizmi^i^n^m^mmmm-ci^mr^:! t 

mf^mtji^-^mi^^ri^c mmm&mm^'^tizf±)U'T:$>^m'^izit. m$^9-( 
25 (Dot o fji^f^Mi^mmtji ^^mm^Tz itmm ^^tt^u ^(Dm'^ommmmiz 



wo 01/16316 PCT/JPOO/05684 
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44 

^8 0-^ HCO-5 0) /^fifiiM LTt>J:l^c im^chLTIl. ^J;^(i\ 

^/i. ±HB^R^ • Hiii^ij ')>m^mm'm. m 

±muEtw.^Lx^^\K mm-^ntzimmirmn. m'^UT>y°Mz^m 
?L»ji^ mx^t. ^yv. '^tJ-^. t^;/i>\ y^, -^v. T-zi. -r^, ^tJUT^cC 

T) 0*g^^B#{C^3l.^T«, -H{I-3#*<]0. lmg~100mg.^SL< 
0~5 0mg. J;i9$?^L< til^ 1 . 0~2 0mg-lr^^o #MPW 

<Djg:ftjgS#{z43liT(i. -B{CO#;ittJ0. 0 1~3 0mgaS. «^^L<ti 
*1)0. 1 ~2 OmgH^. i:0$f^L <m^0. 1 ~ 1 0 m g fi^ ^ If 

25 (3) m^'f-mmm 

^ (^J;l(^. ^>yh> '^tt-^. t:^y>\ "^/v, t-zi, -r^, -t^;^fci:^) 



15 



20 
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^/cfimRNACDflfi. MDNASfc«mRN 
A CDiiiP a5 ^ U fi^^ig^T:; ^- 0 jt tlfir^J <h L T Wffl T a& -5 o 

5 /N-ryU^-rif->'3>^PCR-SSCP?i (yV$«y^X (Genomics) , 
f55#, 874~879M (1989^) , y'n i^-vy^'X ' ^y" ' ' -r 
>- 3 • T 5 - • :t ^'^ • if -r X > >^-r X - ^:7' • n-XX X- (Proceed i ngs 
of the Natinal Academy of Sciences of the United States of America) , 
msem, 2766~2770M(1989^)) U^iZ^ 0 ^ Z t:^^ 

10 T€^c 

(4) :^mM<Dm&mizM-r^ ymy \^(D-^mm 

*^B^cD^»?itt. mpLit. m^mtm.^'^tDit^ztizj^'^Tmi^^^^t 
15 j^iT^^o -tt^cC^^-^, ^^i^^^mM(^mBmmt^m-^i±^:itiz^-oxm 

(l>^rzU(2)t^^izmm(D^m$>^^^it^nizmc^:^miz'i}i'Dxm^>^zLt^ 

20 ®Aa:^^ rM5>?:t-rAy7«;/-fe^j (^IS^a, BSfa5 4^^ff) 

z.(Dj^^fjiit^mzit. «) Gmmmm^mu±y^-^^Lxmmmm 
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T^tt mpLit. T^^i^ymmm. r-t^jinij >mm. mi\mc a-^mm. 
momt(7)m^ti^m^r^it^^, ^-st^ji (-) u tf> H^:*:%B^coMfi 

*^B^co;^.i7'j-->if:^fe{zi3i^T«> (i) i (ii) cD±i^(I^3^:^^, 

> \'^^xsu.mt^m^:^%m<Dm:Bnm\zmm.^^tim'^\z^n:h. w^mi. 

'J i^'y I' t^mmmBmmt(D'^^\^^mt^it^it^i^^rz{t^(D^(Dx 

25 <i)^i^Lfcu:^7'> K^. ^mm(DmBmm^^^-r^mm^rzitmmm<Dmm 

^ "^^^r^mm^tz itmmm(Dmm'7fizmm^-itrzm'^iz^ii wmltz 
o:^'>\'(Dmmm^tzitt^mm^{zi^-r^%^^m^m^v. it^-r^zt^^ 
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rz u ij > H (Dmm^mmzMr^'ti^^m^m^ l . tm-r^ z: t ^nmt^^ 
*)t'> \'t^mmm&nmt(D^^i±^mt-$'it^it'^m^rz\:i.^(Dmc)7s 

r^mmizmm-^i±rzm^izt5^-f^. ly^zy'^-^^ftvrzmmmwimit 
1^. y^^i^ymmm. r-ii^jiny) >mm. mmmc a^-^mm. mmpicA 

mm\Hmmm(Dij >mit. c - f o s (D^mt. pucois^Tu^^^^m-^^m 

^mncomBmmtm^f^\i^mt^i±^it^!^^rzit^(Dm.(Dx^ u--> 

rmmm±iz^mLrz:^mMcDmBmmizmm^i±rzm'^t. ^^b^cdmbk 
it^mmr^ z. t\z^^Tmmm±iz^mLrz^mM(DmBnmizmm-^'&rz 
Tiz^junv >mm. mm\Hc a'~^mm. ^^Bap^c amp^/^jc^ mi^cgm 
c - f o s (Dfsmt. pH(Dis.Ttiia^i^m'r^m^^rzitmmr^m\kt^a) 



wo 01/16316 PCT/JPOO/05684 
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e K <h co|g^ ^ § fb^ifei < X ^ U - - > -5 CI /i^^T ^ -5 o 

IE L 2ti ^ (D M a K ^ ^ a ^ T § CO T ^ n I f H n t) (D T * o T t> ck 1 i 



wo 01/16316 PCT/JPOO/05684 
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lear polyhedrosis virus ; N 

PV) cdtJ^U^KU >:7°P^— 5^-, sv 4 om^(Dy°n^-9-, ihu^y 

i^'j^mo^yj^-JinoZtA'^-T:^^. fiJA.«\ :$:cg^; [Nambi, p. -tf.i;>_ 
• • Ai',-tP>>'t?;P • h U- (J. Biol. Chem. ) . 267#, 19555 

~I9559M, 1992^] lZtm(D:^miZ'iit-oXnU^ 

T -SMcTjl^iii^^^ffl I »T feet 

mm^^^<i5^n^m'7t(Dzt^\^Oo mm(Dmw:^mti^Tit. Poner- 

'Jhn> (KinematicaaK) <D^^m^. m'^mzJ^^mW. yi->^y°]yX 

'btuzj^^^mm^^tixm^^ibn^. (500 

r pm-'S 0 0 0 r pm) TMBfrB^ (ii^, O'jf) m'bL. ±?f^ 

^ ^ izm^ (1 5000rpm~30000rpm) TS^ 3 0 2 mm 
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10^-1 o''7f^-T:$>^mm^i <. 1 o^'-i 0 '-Jt^T^^coTi^^'^fiiT*) 
20 m.^^u'^mn-t^o n-yyT-\z\%. pH4~io (MSl <^^pH6~8) 

M^ii^ge^T, CHAPS. Tween-8 0^-^' (7E£-7h^Xl±) . 

4^ h~>> "r^^^u ]y- ht£E(D^m^mm^/^yyT-izi]a^^:itt>X' 
TPMSF. o-f^xy^^, E-6 4 i^y'^ \<m^pJjm) . ^y°x^^>u 

^(Dyn^T-iLmmm^mmr^:!^^^^^^ o. o im i ~i om i crji^ 

U±y°i^—mWlZ, — ^fi (5 0 0 0 c pm~5 OOOOOcpm) (DUML 
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4mmm^frm (nsb) ^^^rzib{z:kj^mo:>mmm<Dv^'>\^^m^rzK 

SB) ^3\i.^rci]^>h (Bo -NSB) ^1 0 OXtLfzm. #J^W^^« 
(B-NSB) m^it. 5 0%i;iT\Zfj:^imit'^<^^i^mRmmt}<D$> 

15 milium. mmmmBn(D^j >mit. c - f o s ©^gttft:. pH(DfgT/^j:<h'^ 

^0!iLrzm<^^xrn^n(D:/jmiz'itt-Dx^mr^o mmmmmi±m^mt-r^ 
x^mmmum^^it. m^mmmiztir^mmm^mmLXYyt-f^nu-D 
^xm^<Dmmm^m^m:k^itx^i^rzmmizM-r^m±mmi'^mttx 
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5 -^mt^!^. %m^m.^. mmm^^m.. m^m^m. mmm-^miHimt^E-hm 

15 Hanks' Balanced Salt Solution i^y^u^m.) \Z. 0. 0 S%(D^iyMn7 

ago. 4 b um(Dy ^ )v$^-xm^mm^. 4x:x^-^r^fi\ h^\.^tm 
c2. G M a nm^m v -t y ^ -^^a 

T^Ti^ftL, 3 7t:, 5%C02. 9 5 % a i r T2 BraHt^LfcfeO. 

25 x\ umz^mt^. 
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2. mm^ 

^ -So 

iiU;^J>F^O. 2N NaOH- 1 % S D S T?g»L. 4 m 1 om^i^y^V 
^L. Percent Maximum Binding (PMB) ^^i:cDiCTAj<J6-5o 



PMB= [ (B-NSB) ./ (Bo-NSB) ] X 1 0 0 
PMB : Percent Maximum Binding 
B : ^#:^j]PA/zBf COM 
NSB .-Non-specific Binding (#4tMe^lS^S) 
B Q '. □ m 



t)n>^. ^mM(DmBmizMr^7zi=LXh) . (□) tmmmmmi^^mi. 
T'cCi^fb^ti (i^t^^^. :^mM<DmmmizM-r^7yi^oi-7.h) . (/\) u 
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mtk^^iiLTit. 9>^^y. l^^-7'^ Hi4ft:^^^> fjisicft:^;^, 

*,%9^co?tas^(i*^-r^Tn-x hit. :$^mm(7:>m&mmiz-^T^ ^ > 

tUfhu m^t^ihmm. ^Kmw^, ^-^mmm. Ajmrn^^^^. ^ii-o-om 

mmmitm) (D^Pj^^zsy^tzitmmmu ^] ^ l T^mr-$>h . 
15 ^^B^(DmBnmizM-r^7>$^:i-7.hit. ^mMcomBmmzi^T^u 

20 m^mB(D'f'm^j;:zsy^rzit^mmt^E]ti^xmmr-$>^o 
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Tt-i?:S:nn/-7^7E:r±i S& ^--d^-^-rl- 



5 ?L»J2^ (fy;tfi\ •>-tJ-^\ t'^v^ :t^zr, -r:5?, -th;i//ci: 

43l^T«. -0{'O#$tJO. l~100mg, fi^^L<tt*<Jl. 0~50mg, 
10 ctD^ffSt <^i*1jl. 0-2 OmgT^So #Mn&9{3t5^-r^tJI^«. 

^<J0. 01~30mg@^, $?^L<fi*tJO. 1 -2 OmgigS, J;D$f^L 
<«*<J0. 1-1 OmgflS^Ma#+{Cj;DJS-^-r-&<7)7&WIS^T*-5o -ft^ 
15 (Dm!^(Dm^h. 6 0 k g^fcf3{C^^L/ra^^S#-r'5;i<i:7!;^~T:#So 

(6) 2^^Bj(DMaK, ^(D^^^y'^ \^-^rM^n^(Di&(D^m 

20 ini^t. mmmii^v^mmitmBmmt^m^mzKJt^^'i^. mm,mz^^i. 

( i i ) wm^t mit^izTmit l rz^^m(Dtfii^^ ^ zsmmt ^ ntz^^^mm (d 
trii^t^mm$>^i^itmm&^\zK}t--^'itrz(D-^. ^mitnw±(DmM^\(D^ik 

±fB (ii) izi^h^Tit. -'yj(Dmm'^:$^^BH<DmBmm(DNii^^^mm-r^ 
tRi^T\ myj(Dmt:^^^mM(DmmmmocmmzKfB't^tn.i^-T:$>^ ^it^^^ 
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*^B^>7)MaM^-;z*fro^:,/ :^7^-^-.)^t^^^* cot. ^^^^0:^/^0- 
±)itRittwT^m-^-f)^$)^) * ffl t i T * ^ c7j ^ a K ^ © ^pjj ^ ^ f f T'j: A 5 ( 5 

f-^o:)t>co^m'^^XhJ^<. S/t, mt'Tf^OF (ah'), . Fab\ $>^l^ 

mm tlx \t. ^m'T:it^^<D± ^ fj; t> coy)m * t < . ^ 3 - -tf ^ n 

25 -^mxh^iK m^tLXit. M^it. Tiiu—x. T-'+xh^>. -fe;i.n- 
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U/iCT)-^, ^Klt^CDmmmW.tiF) <htn^*:^|g^L7tmiiJn:i^ (B) <h^^g| 

u>i5^un-;i/, mmyimzti-r^^2ifiWt^E^m^^^mnm. ^^zs. m 
^^^2tni^tLxmmitijiW-^mi^^mmmtf)m^^^ti^o 
tfimziciLxm'^KJt^^itrzmmmtmm^mtr^f)^ ^mm^ 
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^co$ij^3^^it^-rti(i'=t!,^o z.n^(D~m'^fmmmmmm\z'D\^x\^. 

T-;/-t:<] (Ifl^a. 0SfO4 9^^ff) . Ail Mil Tg^^ A / 7 >y -fe 

15 Hg?P6 2^^ff) , y >y X • • x>v^/ >;-- (Methods in 

ENZYMOLOGY) j Vol. 70 (Immunochemical Techniques (Par t A))> Vol. 
73(ImmunochemicaI Techniques (Part B)) , Vol. 74 (Immunochemical 

Techniques (Part O) , [II* Vol. 84 (Immunochemical Techniques (Part 
D:Selecled Immunoassays)) > ie}* Vol. 92 (Immunochemical Techniques (Par i 

20 E:Monoclonal Antibodies and General Immunoassay Methods)). |p|# Vol. 
121 (Immunochemical Techniques (Part I:Hybridoma Technology and Monoclonal 
Antibodies)) (jI^±. 7 ti ^ ^ ^ y° V -X^tWu) E^m} . 
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(Dim 

^vh. v-^x. O-^^. tiy>>\ ■7':$', r^i^. T^zi. -r.^, ^)Vf^E) 



-5^^, ^^\t^m'i^timv^W]^^^(D:^mmT:>NA^m^m^x^^-^'^ 

^-hi^mL^^:^^. n^L <ltmxwm^^z^m-r^NGFmiRl^y°^^— 
^mmmmm{z^ii^:^mi(DDNA(Di^mt. ic^mmmmi^mmi^x 

mmz:^i^^T^mM(DmBnmt-^^^T^z.tit. i^tiim<^(D^m^±x^(D 
^^^mmRzswmm(D^xiz^mM(Dm^mm^^r^z.t^MMr^o ite 
'f-^^irm^^rdz(Dm(DW]m(D^w^t^miwmm^j:mtmmo:>±xiz:^^ 

Lx. mDNA^^mmt Lxm-Mo^mwmmxmwMix^no z. t^^x^^^ 
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*%0^(7)DNAe#Vr>X(7)M^ft^cDDNAt)L<;j:RNA 

* it -5 ^ § u jI i z^o^m.^nrz:$i^BM(DmBm 70^~#-at" 
M^mmmw^^$)ni^. ^zfj^^b. ^^mcDm^nm^m.m^m-t^zt^'p] 

I UP AC - I UB Commission on Biochemical Nomenclature \Z^^^^$) 

DNA : ^^^i'-')-t^WM 

c D N A : tiM&^T^":^^ U ^t^^j^^ 

A • T'-:?^-^ 
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RNA : 'J^.mm. 

mRNA : ^y±>>'^-^)-;iimm 

dATP : f-'^=¥i^Y^'y i^>^^) >m 

dTTP : T^-t+>^^>>>HU >^ 

dGTP : T-'i-4^v>7'T/->>HU>g? 

dCTP : x-t^>'v5^i^^>HU >^ 

ATP : T-^y v>H'J >^ 

EDTA : Ji'^l >'yT^>mmm 

SDS : ;i.^^:hKU'>A 

G 1 y : > > 

Ala : rf^-> 

V a I : /XU > 

Leu :□<>-■> 

lie : y p-r i>> 

S e r : -t: 'J > 

Thr : v^U':t-> 

C y s : ->7.-7^-r > 

Met : <-5=-:f-> 

G 1 u : y'll^ ^ ym. 

Asp : Ty./i^^>m. 

L y s : U i/y 

Arg :T,U^-> 

His : t:X^>^> 

P h e : 7ai-;L-T^- > 

Tyr :^P'>> 

Trp :h'jyh'7T> 

Pro : y'n U > 

A s n : TX/\°^4^> 
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Gin : ^"n-^^y 

PG I u : \du^'A:9 

To s : p - h )lJL>7J['y yj- - )l 

CHO : Tf^A^ a 

B z 1 : <^ > 71 

CloBzl : 2, 6 - >'i7 DD^O v ;^ 

Bom : > 

Z : <^ v,il.^=^^> :t;7l #-;L 

Cl-Z : 2 - ^nn^yiyn -t^> ti)l-^s-n 

Br-Z : 2 -:7'n^^;^ > n ^4^> ,-^nzf^-n 

Boc : I - y h^^^ 

DNP : ho:7a:y-n 

T r t : h U 

Bum : t - y 

Fmo c : N- 9 - y )[ :t U ^ tl )lt^~Ji' 

HOBt : 1 - t h'n:^v^>X>'JTy-;P 

HOOBt :3.4-vtKa-3-t K o=^'>- 4 -^^"^ V - 

1,2,3 V h 'J 

HONB : 1-t HD^>-5-y;L5j^;LT>>-2, 3-v;t;;^4^+->-f 5 H 



CgB^J#^ : 2 ] 

$r3- K-r^DNAC7):^SK?^iJ^^-r (AQ2 7) « 
CSB^iJS^ : 3 ] 
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W:j^(DmmmiTm'^nrzmm^mi^Ji>^j^^)}iT (Escherichia 
10 coli)DH 5 a/p c DNA3. 1 - AQ 2 7 {i, 1 1 ^ 8 ^ 2 3 S;^>^ b S 

*a3^w:3< «'mm 1 Tg 1 - 3 (Dmmmm'^xmmm^^ii^iimt^m 

m^Pfj (N I BH) {C^|£#-^FERM BP-6 8 5 4hhX. W-f^l 1^ 
8 ^ 4 B/^>^b B*ffl;^ISfl^;*:ISf!T?t;ilEi-H*iBr2Tg 17-85 cDitH^ 

A • mmm^m ( i fo) {c^t^#^ i po i e 3 o 4 iztT^K^nxi^ 

15 -So 

• ^p--> (Molecular cloning) {CfBK^nxCi^IJ^&fCt^f o^o 

20 mmmi GMeM^fgMnzy^-iiaKAQ2 7^zi-H-r'&cDNA 

hfl^i-eflSc DNA (CLONTECHtt) ^^^i:L. 2 f@(D-7°^< 
y^-TT-l (5'-TGT CAG CAT GCA GGC GCT TAA CAT TAC CCC GGA GCA 
G -3' ; Se^iJ#-^- : 3) RZSy^^'^—2 (o'-GAC TAG TTT AAT GCC CAC 
25 TGT CTA AAG GAG AAT TCI C -3" ; SE?iJ#^ : 4) ^m^^TPCRKft^ 

LT^fflL. Advaniage2 Polymerase Mix (CLONTECHlt) 1X501, 
y'^-C^-lRiSy'^y-i -^-2^^0.211% dNTPs 200 u^i. RumMizmi^ 



10 
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(D/iyy T-^j]U^. 'loiilO-jmmtLrZo PCRSl^il. 9 5r- lyfcrjm. 
9 5 -C • 3 0 #, 7 2 r • 4 y-CD+h-r ^ 5 0. 9 5 r • 3 0 7 0 t: • 
4 5ti7>-+t-r ^ 5 0. 9 5 r • 3 0 6 8 r • 3 0 f>\ 6 6 t: • 4 'rj-CO-^ 

H^:i7^-pcDNA3. 1/V5/His (Invi i rogcntt) -^-^y'^ n--> ^'L. 

%^nrzy'^7.^ H^pcDNAi i-.\Q2i tsa^i tzo zn^±mmDH 5 alzmA 

^ SS ^ W-r ^ M K A Q 2 7 <h ^ ^3 L- , :i 1'; M <^ Si M 

(Escherichia coli) DH5 a/pcDNA3. I-AQ27<i:^iSL/ic 



^»J2 TaqMan PCR ^fflU/z AQ27 O-j^m'tWj^lfia^m^ 

^Ty'^-i ■^-^BLU^y'u — y'it Primer Express ver. 1. 0 ( PE /i^^i^X 
T-A.7:v>A> ) ^ffll^T-x+i-'OL, "7- n y^-r-x'— AQ27taqF 

( 5" - CAATG CTAGG TGTGG TCTGG CT - 3' (iB^iJ#^ : 5) ) . U/\-X7°^ 
^ -T- AQ27taqR ( 5' - GATCT CAAGT TGTTG CACGT GC - 3' (1S^IJ#^ : 6 ) ) . 
yp-y AQ27-515T ( 5' - TGGCA GTCAT CGTAG GATCA CCCAT G - 3' (@E^IJ# 
20 ^ : 7 ) ) ^i^mLfz. y° u - 0) -^f. ~ ^ - it F.AM ( 6- 
carboxyf iuorescein ) ^HlJUVTzo 
X37>y- H cDNA PCDNA3. 1-AQ27 ^^^J|ZLT-7°^-r V- 1 (SS^iJ# 

^:3),:7°^^T- 2(mmn:4) ^mi^xmmvrzvamh-^ QikQuick 

PGR Purification Kit [ QIAGEN ( Germany ) ] (ZTM^L, 10° - 10' n 

25 e- / 1 izmmLxm^Tz. 

^a^cT) cDNA V — Xit Human Tissue cDXA Panel I RZS Panel II 
[ CLON'TECH Laboratories, Inc. ( Q, USA ) ] ^mi^Tzo 
TaqMan PGR (DKft^lt TaqMan Universal PGR Master Mix ( PE /t-r^> 7.^ 



15 
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AX'>>>/\°> ) (DUm^mi^. ABI PRISM 7700 Sequence Delect ion Sysiem 



Ti ssue 


Express i on 




(copi es/pil) 


brain 


39 


hear t 


158 


ki dney 


74 


1 i ver 


0 


lung 


1 


pancreas 


2 


pi acenta 


2 


skeletal muscle 


4 


colon 


17 


ovary 


2 


1 eukocy te 


25 


prostate 


32 


smal 1 i ntest ine 


16 


spleen 


2 


test i s 


50 


thymus 


6 



10 



^M0^J3 AQ27(DMet-Enkephal in-Arg-Phe ?Lm\dc\znT^)KfL- 

2. TxlO'cells/capsuleTitaL, it-T h-t>-!t- (^1/4^^ 

"y — ^n^ 7.^) \Z±.yhhrz. Acidification x^\Qi)^^^Ltz'^. Met- 
Enkephal in-Arg-Phe amide (Bachema. H-2835) ^10;^M<Z)iiitT75t2#rBlf'^ffl 
Acidification rateC0±#4^^Jg^{cmco?g't4fb^^B'J^Lfco ^©f^ 
Met-Enkephal in-Arg-Phe aiDideJiAQ27^i^CHO!aa!S^#S6^{Z?gtifl:L, 

hm\zic:iLxi^^mzK]^^^^^t-^mm'^rirz m^) o 



15 
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f-mmizin-f ^ 7 □ - p c R -7' ^ < c^ft/^co/is?) (tdi^^, d) k ^ > x 



wo 01/16316 



67 



PCT/JPOO/05684 



3. m^m 1 ie«c©Mas^zi- K-r^DNA^fswr^DNAo 

20 11. Bmmi$m<DmmnhL<\tm^m2mm(DU^<-:^^\^^rzit^o) 

tmn^^^m\:^^^it^^^tz\t^<Di^(D7.y^}--y^'m^-j ho 

1 3. Ifjjc^i OaB«c(7)z^ 'J-->^^:^?i^/;(i|ff-j<iM 1 i Kicox ^ U - 
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14. IfJj^llSSBiicCDDXAch/Ni'X h U 
X'-r5DNA = 
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H 4 



200 




Tissue 
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SEQUENCE LISTINGS 
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<110> Takeda Chemical Industries, Ltd. 

<120> Novel G Protein Coupled Receptor Protein and lis Use 

<130> 2633WO0P 

<150^ JP 11-241530 

<151> 1999-08-27 

<160> 7 

<210> 1 

<211> 431 

<212> PRT 

<213> Human 

<400> 1 

Met Gin Ala Leu Asn He Thr Pro Glu Gin Phe Ser Arg Leu Leu Arg 

15 10 15 

Asp His Asn Leu Thr Arg Glu Gin Phe He Ala Leu Tyr Arg Leu Arg 

20 25 30 

Pro Leu Val Tyr Thr Pro Glu Leu Pro Gly Arg Ala Lys Leu Ala Leu 

35 40 45 

Val Leu Thr Gly Val Leu lie Phe Ala Leu Ala Leu Phe Gly Asn Ala 

50 55 60 

Leu Val Phe Tyr Val Val Thr Arg Ser Lys Ala Met Arg Thr Val Thr 
65 70 75 80 

Asn He Phe He Cys Ser Leu Ala Leu Ser Asp Leu Leu He Thr Phe 

85 90 95 

Phe Cys lie Pro Val Thr Met Leu Gin Asn He Ser Asp Asn Trp Leu 

100 105 110 

Gly Gly Ala Phe He Cys Lys Met Val Pro Phe Val Gin Ser Thr Ala 
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# 



115 120 125 

Val Val Thr Glu He Leu Thr Met Thr Cys He Ala Val Glu Arg His 

130 135 140 

Gin Gly Leu Val His Pro Phe Lys Met Lys Trp Gin Tyr Thr Asn Arg 
145 150 155 160 

Arg Ala Phe Thr Met Leu Gly Val Val Trp Leu Val Ala Val lie Val 

165 170 175 

Gly Ser Pro Met Trp His Val Gin Gin Leu Glu He Lys Tyr Asp Phe 

180 185 190 

Leu Tyr Glu Lys Glu His He Cys Cys Leu Glu Glu Trp Thr Scr Pro 

195 200 205 

Val His Gin Lys He Tyr Thr Thr Phe He Leu Val He Leu Phe Leu 

210 215 220 

Leu Pro Leu Met Val Met Leu He Leu Tyr Ser Lys He Gly Tyr Glu 
225 230 235 240 

Leu Trp He Lys Lys Arg Val Gly Asp Gly Ser Val Leu Arg Thr He 

245 250 255 

His Gly Lys Glu Met Ser Lys He Ala Arg Lys Lys Lys Arg Ala Val 

260 265 270 

He Met Met Val Thr Val Val Ala Leu Phe Ala Val Cys Trp Ala Pro 

275 280 285 

Phe His Val Val His .Met Met He Glu Tyr Scr Asn Phe Glu Lys Glu 

290 295 300 

Tyr Asp Asp Val Thr He Lys Met He Phe Ala He Val Gin He He 
305 310 315 320 

Gly Phe Ser Asn Ser He Cys Asn Pro He Val Tyr Ala Phe Met Asn 

325 330 335 

Glu Asn Phe Lys Lys Asn Val Leu Ser Ala Val Cys Tyr Cys He Val 



m 
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340 345 350 

Asn Lys Thr Phe Scr Pro Ala Gin Arg His Gly Asn Ser Gly He Thr 

355 360 365 

Met Met Arg Lys Lys Ala Lys Phe Ser Leu Arg Glu Asn Pro Val Glu 

370 375 380 

Glu Thr Lys Gly Glu Ala Phe Ser Asp Gly Asn He Glu Val Lys Leu 
385 390 395 400 

Cys Glu Gin Thr Glu Glu Lys Lys Lys Leu Lys Arg His Leu Ala Leu 

405 410 415 

Phe Arg Ser Glu Leu Ala Glu Asn Ser Pro Leu Asp Ser Gly His 
420 425 430 

<210> 2 
<211> 1293 
<212> DNA 
<213> Human 
<400> 2 

ATGCAGGCGC TTAACATTAC CCCGGAGCAG TTCTCTCGGC TGCTGCGGGA CCACAACCTG 60 
ACGCGGGAGC AGTTCATCGC TCTGTACCGG CTGCGACCGC TCGTCTACAC CCCAGAGCTG 120 
CCGGGACGCG CCAAGCTGGC CCTCGTGCTC ACCGGCGTGC TCATCTTCGC CCTGGCGCTC 180 
TTTGGCAATG CTCTGGTGTT CTACGTGGTG ACCCGCAGCA AGGCCATGCG CACCGTCACC 240 
AACATCTTTA TCTGCTCCTT GGCGCTCAGT GACCTGCTCA TCACCTTCTT CTGCATTCCC 300 
GTCACCATGC TCCAGAACAT TTCCGACAAC TGGCTGGGGG GTGCTTTCAT TTGCAAGATG 360 
GTGCCATTTG TCCAGTCTAC CGCTGTTGTG ACAGAAATCC TCACTATGAC CTGCATTGCT 420 
GTGGAAAGGC ACCAGGGACT TGTGCATCCT TTTAAAATGA AGTGGCA^ATA CACCAACCGA 480 
AGGGCTTTCA CAATGCTAGG TGTGGTCTGG CTGGTGGCAG TCATCGTAGG ATCACCCATG 540 
TGGCACGTGC AACAACTTGA GATCAAATAT GACTTCCTAT ATGAAAAGGA ACACATCTGC 600 
TGCTTAGAAG AGTGGACCAG CCCTGTGCAC CAGAAGATCT ACACCACCTT CATCCTTGTC 660 
ATCCTCTTCC TCCTGCCTCT TATGGTGATG CTTATTCTGT ACAGTAAAAT TGGTTATGAA 720 
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CTTTGGATAA AGAAAAGAGT TGGGGATGGT TCAGTGCTTC GAACTATTCA TGGAAAAGAA 780 
ATGTCCAAAA TAGCCAGGAA GAAGAAACGA GCTGTCATTA TGATGGTGAC AGTGGTGGCT 840 
CTCTTTGCTG TGTGCTGGGC ACCATTCCAT GTTGTCCATA TGATGATTGA ATACAGTA.M 900 
TTTGAAAAGG AATATGATGA TGTCACAATC AAGATGATTT TTGCTATCGT GCAAATTATT 960 
GGATTTTCCA ACTCCATCTG TAATCCCATT GTCTATGCAT TTATGAATGA AAACTTCAAA 1020 
MAAATGTTT TGTCTGCAGT TTGTTATTGC ATAGTAAATA AAACCTTCTC TCCAGCACAA 1080 
AGGCATGGAA ATTCAGGAAT TACAATGATG CGGMGAAAG CAAAGTTTTC CCTCAGAGAG 1140 
AATCCAGTGG AGGAAACCAA AGGAGAAGCA TTCAGTGATG GCAACATTGA AGTCAAATTG 1200 
TGTGAACAGA CAGAGGAGAA GAAAAAGCTC AAACGACATC TTGCTCTCTT TAGGTCTGAA 1260 
CTGGCTGAGA ATTCTCCTTT AGACAGTGGG CAT 1293 
<210> 3 
<211> 37 
<212> DNA 

<213> Art i f icial Sequence 

<220> 

<223> 

<400> 3 

TGTCAGCATG CAGGCGCTTA ACATTACCCC GGAGCAG 37 
<210> 4 
<21I> 37 
<212> DNA 

<2I3> Artificial Sequence 

<220> 

<223> 

<400> 4 

GACTAGTTTA ATGCCCACTG TCTAAAGGAG AATTCTC 37 
<210> 5 
<211> 22 
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<212> DNA 

<213> Art i f icial Sequence 

<220> 

<223> 

<400> 5 

CAATGCTAGG TGTGGTCTGG CT 22 
<210> 6 
<211> 22 
<212> DNA 

<213> Art i f icial Sequence 

<220> 

<223> 

<400> 6 

GATCTCAAGT TGTTGCACGT GC 22 
<210> 7 
<211> 26 
<212> DNA 

<213> An i f icial Sequence 

<220> 

<223> 

<400> 7 

TGGCAGTCAT CGTAGGATCA CCCATG 26 
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PCT/J POO/05684 


International filing date (day/month/year) 

24 August 2000 (24.08.00) 


Priority date (day/month/year) 

27 August 1999 (27.08.99) 
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TAKEDA CHEMICAL INDUSTRIES, LTD. et al 



Notice is hereby given that the International Bureau has communicated, as provided in Article 20, the international application 
to the following designated Offices on the date indicated above as the date of mailing of this Notice: 

AU,KR,US 



In accordance with Rule 47.1 (c>, third sentence, those Offices will accept the present Notice as conclusive evidence that 
the communication of the international application has duly taken place on the date of mailing indicated above and no copy 
of the international application is required to be furnished by the applicant to the designated Office(s). 

2. The following designated Offices have waived the requirement for such a communication at this time: 

AE,AG,AL,AM,AP,AZ,BA,BB,BG,BR,BY,BZ,CA,CN,CR,CU,CZ,DM,DZ,EA,EE,EP,GD,GE,HR,HUJD, 

IL,INJS,JP,KG,KZ,LC,LK,LR,LT,LV,MA,MD,MG,MK,MN,MX,MZ,NO,NZ,OA,PL,RO,RU,SG,SI,SK, 

TJ,TM,TR,TT,UA,UZ,VN,YU,ZA 
The communication wil! be made to those Offices only upon their request. Furthermore, those Offices do not require the 
applicant to furnish a copy of the international application (Rule 49.1 (a-bis)). 

3. Enclosed with this Notice is a copy of the international application as published by the International Bureau on 
08 March 2001 (08.03.01) under No. WO 01/16316 

REMINDER REGARDING CHAPTER II (Article 31{2)(a) and Rule 54.2) 

If the applicant wishes to postpone entry into the national phase until 30 months (or later in some Offices) from the priority 
date, a demand for international preliminary examination must be filed with the competent International Preliminary 
Examining Authority before the expiration of 19 months from the priority date. 

It is the applicant's sole responsibility to monitor the 19-month time limit. 

Note that only an applicant who is a national or resident of a PCT Contracting State which is bound by Chapter II has the 
right to file a demand for international preliminary examination. 



REMINDER REGARDING ENTRY INTO THE NATIONAL PHASE (Article 22 or 39(1)) 

If the applicant wishes to proceed with the international application in the national phase, he must, within 20 months 
or 30 months, or later in some Offices, perform the acts referred to therein before each designated or elected Office. 

For further important information on the time limits and acts to be performed for entering the national phase, see the 
Annex to Form PCT/IB/301 (Notification of Receipt of Record Copy) and Volume II of the PCT Applicant's Guide. 
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3. The applicant is reminded that he must enter the "national phase" before the expiration of 30 months from the priority date 
before each of the Offices listed above. This must be done by paying the national fee(s} and furnishing , if prescribed, a 
translation of the international application (Article 39(1}(a)), as well as, where applicable, by furnishing a translation of any 
annexes of the international preliminary examination report (Article 36(3}(b) and Rule 74.1). 



Some offices have fixed time I. 
applicable time limits and the a 
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mits expiring later than the above-mentioned time limit. For detailed information about the 
jcts to be performed upon entry into the national phase before a particular Office, see Volume 11 



The entry into the European regional phase is postponed until 31 months from the priority date for all States designated for 
the purposes of obtaining a European patent. 
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sheets, includine this cover sheet. 



7 his report is also accompanied by ANNEXES, i.e.. sheets of the description, claims and/or drawings which have 
been amended and are the basis for this report and or sheets containing rectifications made before this Authority (see 
Rule 70. 16 and Section 607 of the Administrative Instructions under the PCT). 



These annexes consist of a total of 



sheets. 



This report contains indications relating to the following items: 
Basis of the report 
Priority 

Non-establishment of opinion with regard to novelty, inventive step and industrial applicability 
Lack of unit> of invention 

R.easoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 

Certain documents cited 

Certain defects in the international application 

Certain observations on the international application 
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Authorized officer 
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^I^PVARY EXAMINATION REPORT 



^national application No. 

INTERNATIONAL PREJ^pNARY EXAMINATION REPORT I^F PCT/JPOO/05684 



I. Basis of the report 



1. With regard to the elements of the international application:* 
1^ < ] the international application as originally filed 
I I the description: 

pages . as originally filed 

pages . filed with the demand 

pages . filed with the letter of 



I I the claims: 

pages . as originally filed 

pages , as amended (together with any statement under Article 19 

pages , filed with the demand 

P^ges ^ filed with the letter of 

I I the drawings: 

pages . as originally filed 

pages . filed w ith the demand 

Paiges . filed with the letter of 

I I the sequence listing part of the description: 

P^?*^5 , as originally filed 

Paiges nied with the demand 

pages , filed with the letter of 

2. With regard to the language, all the elements marked above were available or furnished to this Authority in the language in which 
the international application was filed, unless otherwise indicated under this item. 

1 hese elements were available or furnished to this Authority in the following language which is: 

I I the language of a translation furnished for the purposes of international search (under Rule 23. 1(b)). 
I I the language of publication of the international application (under Rule 48.3(b)). 

I I the language of the translation furnished for the purposes of international preliminar\ examination (under Rule 55.2 and/ 

or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the international 
prcliminar\- examination was carried out on the basis of the sequence listing: 

□ 

contained in (he international application in written form, 
filed together with the international application in computer readable form, 
furnished subsequently to this Authority in written form, 
furnished subsequently to this Authority in computer readable form. 

The statement that the subsequent!) furnished written sequence listing does not go beyond the disclosure in the 
international application as filed has been furnished. 

The statement that the information recorded in computer readable form is identical to the written sequence listing has 
been furnished. 



□ 
□ 

□ 
□ 



The amendments have resulted in the cancellation of: 

□ 

the description, pages 

I I the claims. Nos. 



□ 

the draw ings. sheets/fig . 



- I I This report has been established as if (some of) the amendments had not been made, since the> have been considered to go 
— beyond the disclosure as filed, as indicated in the Supplemental Box (Rule 70.2(c)).** 

* Replacement sheets which have been furnished to the receiving Office in response to an invitation under Article i 4 are referred to 
in this report as "originally filed" and are not annexed to this report since thev do not contain amendments (Rule 70 A 6 

and 70. }7). ' 

** Any replacement sheet containing such amendments must he referred to under item I and annexed to this report. 
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Citations and explanations 



DC'Cument 1 



Dccument 2 



Libert, F. et al., ''Selective amplif i ::at ion 
and cloning c^f four new members c^f the G 
protein-coupl ed receptor f am^ ly /' Science 
(1989), Vol. 244, No. 4904, pp. 569-572 
EP, 877083, A (Smithkline Beecham Corp.), 11 
November 1998 (11.11.98;, & JP, ll-753"0, A 



Claims 1 to 14 

Docum.ent 1 discloses a feature wherein a conserved 
sequence in a known G pr :itein-c:up led receptor protein is 
used tc prepare a primer, the prirr.er is used to clc-ne a 
novel G protein-coupled receptor protein from a cI'NA 
library, and the DNA sequence and amino acid sequence are 
determined . 

Document 2 discloses the identification of a G 
protein-coupled receptc^r protein using human brain as a 
source . 

A person skilled in the art could easily conceive of 
using a conserved sequence in a known G protein-coupled 
receptor protein to prepare a primmer for identifying a 
novel G protein- couple :i receptor protein, as disclosed in 
Document 1, in identifying a G protein-coupled receptor 
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pri'tem from the human brain, as disclosed in Document 2. 
The specific G protein-coupled receptor protein isolated 
in the present application does not have any unexpected 
advantageous effects relative to a novel G pre tem-coupled 
receptor protein obtained in the above manner. 

In addition, features such as preparation of an 
antibody to the resulting protein, characterization of a 
ligand, and screening of compounds capable of altering 
binding properties of the ligand are merely features 
fittingly determined by a person skilled in the art. 

Therefore, a person skilled in the art could easily 

conceive of the inventions described in Claim.s 1 to 14 in 
the light of the disclosures in DC'Cuments 1 and 2. 
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